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[*M4J **» 

M#* 1 3 ^*ttHM1.24tt«>>y^Ri:tt»ttWtt»»C**ft*ttHJIl. 
&&X S Xgfe £ to, ffiHHl .24fctt©&«ft$ittai£m 

[m% 3 3 ^HMi.24tt#ttt»tt»>t'jc^*n*Br*ttHJii.2«aH* > 

WJtfc fctfJ&aitt, ffiHM1.24&#Kjg£Lfc^$M.24ffijg* >/C*ftfc 
& ffi X 1 6 IS fc * & > «I *§«EHH1 . 24jftM * y A' ? *©&««;*«** * 

[If $#4] ftHM1.24ffift#. 3£*ftfclS6l/o**£fcfc4&«i:*ft. 
Rr*ttHM1.24JSJR4r>y^jR#, ft©*?*- KXtttfU 

« 2 x it 4 cs80ft8fi;#tt«i£m 

[« 7 ] BTSttHMl . 24mM * > A * I JC b tz ft HM1 . 24ffift X ttffl 
HMl.24m*iC^^fe^ttHM1.24iniM^>A 0 ^g&, «tHM1.24J(l#t»t*- 

x a: nr*pHi • 24mM * > /c * jt * c * y a a x tt«B£ * 

£ zt fe#8i:ts»** i ~ 6 ©v>f ftfr l «KfB*©^iSft#tt»**j56. 

W#«8l ^*ttHH1.24tt**>^^jRK|S^tfe»iHM1.24tt#XttJ« 
HH1 .24$£#C^l/fc RT*ttHHl .24StH * >/t * R fc. ftHM ,24ftft i:*f f ft - 

6~*tt#C*»J»ffiXtt*«t«ifc«:Wai:tSJI#«l~7©V^ftl*»l 

1 ffll£#¥ 11-302 
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2] OXttl 1 IClB*a)"5r»ttfflil * > A jr Jt 

Kt&DNA . 

[0 0 01] 

HMl^ffi^W^M&tf-^S:^- Kt*DHA ICHtS. 
[0 0 0 2] 

[&#©&fl5] 

Goto, T &ttfcbJBK«JB«:fc«bT8&*lfc, B »Jfi*J9Kl#*ttK:«3gt 
6#^i:tf22~39 kDaCDfiifitraat*^^^^ y dm-: f ^Jft#1.24ffiftfc« 
&LTV^ (Blood(1994)84, 1922-1930) . 3©Ttf*ffiHM1.24jftftH:fc r««K 
iBBfe^lll/fe'^f^^^'Ciii vivo ffiBMF»j|lfc&tfK % t N£K8l£lCft 
■fSADCC (antibody-dependent cellular cytotoxicity) ?S4£lC«fc5in vitro|fi 
KJl$&*feSl" (Ozaki, S et al., Blood, (1997)90, 3179-3189) . 

[0 0 0 3] 

TV*S (/h»t-»e>SI2 0igH*d-f-4*^^ (1997) g>»ii-««Ji3- 
501-P-478 ) . 

|.^^fiaggfliP«I8226S:ffl^tcell-ELISA (Goto, T 6, Blood(1994)84, 1922- 

2 fflffiWVl 1-302 
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1930) KioTfffctlTfcy, J:»;»«©W^aije*iSS^#«)&*lTV^. 
[0 0 04] 

mil . 24ft ft £%<Dtn,M.Z'& S ffil± (C^ L T V \ 5 HM1 . 24ft U # > M R 
lCoV>Ttt±&©«fc^Ct?K«££*lTV>S 0 Lj&»bfctf6>. Rr$4£HM1.24ft 
0 * y M ®&0) pT 8ttHMl . 24ftM * y M ft X ttttHMl . 24ftft ft ft ffi X 

[0 0 0 5] 

taw***** £»©#«] 

tfcfefc, (1) «rj§ttHM1.24^^>/\^gi:^^4 I ^t 

ft£ftHMi.24ftft£:££j5;$-ttT, Rr*ttHM1.24jflJK*>yt^ftJC|S^l/fettHM 
1 . 24ft ft X ttHft t * IS * £tf, ftHHl . 24jR#©ftttft*ttai**tt & 
S#t6. ^*ttM1.24jfcR*>/t*ft8:, »*Ktt«K0^^KXli3K'J^ 
?*Ki:K£l/tna. 1>H&ttHM1.24ffiJK L < tt£&ft 

[0 0 0 6] 

Rtt. ff* b<ttl?r»ttHH1.24$yR* >/t*ftXtt^»ttHK1.24ffiK* >/t*R 

t §& £ b fifi © * 7* F X tt # y *c K tc ft 1 5 ft ft ic i y ft i: ^ b T 

(2) nr^ttHMl.24giM^>A^t{C^LfcmHM1.24mft^ 
, OTl.24^*C^tS-*^#t«kyttffiXtti!B*t*3i:&«afct<5l(f8B 
(1) Kffi«®&«fc#tt»££iSS:it#tS. 
[0 0 0 7] 

, ftHM1.24ftftfCftt3W£ftft&tf^ftftic#t6-&ftfttC i UftffiXtt 
iW^t*3 4:S:4*ai:t*«fE (l) Xtt (2) lcE«©&ttft£»»ft#8«: 

3 11-302 
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«#t*. lulB (1) X& (2) {Cfc^T, -^^Xtt-^m^tt, &£L< 

tyrttgtZRfcz^Xs mm. 24^* \z&<& l tz mmni . 2mm $>a>? 

fcsKU'WKfclteLTHS. HH1.24ffitt«:, L LTV* 
[0 0 0 8] 

ttOTl . 24ffift iCM-T 6 JJift 'J t |g£ b T V\ 5 . 

. Br»ttffli.24i/tK* >^^SK:*rt«-**i#x»nr»ttiDii.2«iR* 

£t£ 3 t6fufa (4) £KfUDafltffcS»»££jBfcjtfl*6. 

[0 0 0 9] 

_ (6) SiHM1.24m^fC^bfcRr^'l4HfI1.24^^>A 0 ^M& 

^ , ^*ftHK1.24ttJR*>/C^RC5ltt«-*ttftXtt^*ttHM1.24jSii*(*>Ai' 

t5-*a#»cj:yttajxtt»je'r63fcS4fatt*iirE (4) xtt (5) ic 

K«©fl#fcf*»*££iSfc£#*<5. 1MB (4) Xit (5) Kfcwc, -fcfli 

. *»lBtt*fc, (7) G^j#^ : l(Z^$n§75 /»B!*lfc£*6»r*ffiffll 

[0 0 10] 

(8) kjib (7) izmm<D^®&mi.2Am*y/wntmo) 

K^VX&XV V t<DMii*y MnZfe&tZ, "r»ttfflfl.24^IKf 

4 fflSE#¥ 11-3026364 
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> * * k tt ©*>^ fx tt # y *w k £ 9 y m mm n a. mm 

*«WttS6>£. (9) MB (7) Xli (8) .KHa*<D^#ttHM1.240i«*> 
rt*RXttW*ttM1.24^*>rt?RfcftoZ>/W KXtt#yW Ffc©R 

i . 24m jr * > ; ^ R t & © * k x tt jK y *c y f- k t © m £ 9 y ) 19 R £ 3 - 

Kt*DNA W\ H*!l#*: HCjRS*l**t«. «J©Att«tt, EM**: 3 

[0 0 1 1] 

#IICj3HT7 5yiMMH &©Asn fr?>7$ 3 2#©Gln fr£>&£7 

* ; sra *^ u fio mmm . 24mm 9>/v> R©£*s»»tt & * t * * 

[0 0 12] 

*£, *»E©lirfcttHM1.24ffiK*>/t*Ktt % l?*ttfflll.24ffiB 
©4«#»JStt«:#U fioB#l#*: 1 Cj^*73 y»KflC#t* 1 Xtttt 

fe £ 1 5 «J$£HM1 . 24#£f* 9 y/W RT* & o T <fc V \ *38 $ © nHSttHMl . 24&M 

* >X9 R 14. J: »J Aft »K tt BHSttHMl . 24fit* * * t ©£^#65i£l£ 
t&»y. ffi?'J##: lKwt7$y>BMBJ!l»CfcHT, 13Ui2<@£LL 

< fi 1 X«24f@#T, A y»* L < » 1 Xttl2fl#T©7 ^ ^WATOf: 
75 y»&£LTHTJ:K 
[0 0 13] 

Xtt. EJUS*: lKmtT^mmmz^x. iX»2ffl£U:, %tl< 

j:y«F*u<ttixtii7ffleiT©75 ;»jii^Ef:7 

5 JfJiE4#¥l 1-302 
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5/»^#tfiBl/fc7Sy»«:£LT^TJ:^. *«Wtft«S*l*^r*ttHK 

1.24ffi|g*>A'*jtt{ii;^ ±fiB7$^»CDSSi. Xttft^JCcfcSte 

[0 0 14] 

e>90&tf)7S y^Arg *-e©7^ ^ »KWS:*l/T^*lti*Oft**W»ttt:w 
tdfctfB&JWCfco"^*. UfetfoT, #&W©^*ttHK1.24jftj5C*://'<* 
^ fttt. B!5!l#*: ltCfcWtl fir©7^y®?Asn £> 9 0ft©7£ >> $Arg *Tf 
©7$yMBfllt:£tSfr, JfeS^ttl &©7$y$Asn *»b9 0&©7$y» 
Arg iT-©75 ;$ffi?!llC*f*6 1 Xtt«ftfi©7$ ;»«£©*«, 

/xi* i y m $ nfc 7 $ j mm * 1 1 s «r$i£HMi . 24ms 

[0 0 15] 

^8ttHM1.24iltIC*W'C*1tWu ^Cfttt^ttiStttftSlBy, @2#l&#: 1 
KfcV*T9 0&©7^ y^Arg &&132 &©7^/^Gln £T*©7 5 c/REJUfc 
£*<&j&^ **v^tt3©7^yaBJJiJfC»l/TlXttttll[fl©7$ >>»3SS©* 
A j(t. ^*2fctf/Xtt^lDK:J:y«E»S*lfc7$^»i!WS:*t&^»ttHH1.24*t 

gg?ij## : i izmt7$ smrnmntz i x»a»fl©7$ ^ s»«©*n 

, k£%.tf/X&ttMz±>)®mtitz7S. /KK8lfc*t*^*ttH!il.24jJilR 
j!>^RtL/T, : 3&tf4 £^Sft*7$7lfcKJ!lfc#tSHr}8tt 

HM1.24J5tJR*://{*fttfStf&ft6. 
[0 0 16] 

fe^7$ /sswcfti-* i xi*a8fl©7$ / »«£©*&* 
{i#*ntc j: y 7 ^ y $@b?>j t s * y*9 Rtf*©4*$WiStt£ 

ii&tSZlfclitT^Cftl'bftT^S (Mark, D. F. et a!., Proc. Natl. Acad. 
Sci. USA (1984) 81, 5662-5666 . Zoller, M. J. & Smith, M. Nucleic Acids 
Research (1982) 10, 6487-6500 . Wang, A. et al., Science 224, 1431-1433 

6 ffiSE#¥ 1 1 -3 0 2 6 
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, Dalbadie-HcFarland, G. et al., Proc. Natl. Acad. Sci. USA (1982) 79, 
6409-6413 ) . 
[0 0 17] 

[0 0 18] 

*3BW©Hr*ttHB1.24«S«it>^irR&3-KtSDNA ilLTtt, : 

KtfiDNA fcLTttffiW**: 1 K*t**K#l«:*t*DllA Tfft*ltf, Hjfcfc 
Sffi#©DNA T'&oT£V*. £©<}: 9 &DNA tLX. J $y 9m * 

cDNA, -r^DNA flWe,*,*. «4®IMk ttffiXHJHK&*W2l: 

-S?, YAC ***-$H#fcSfc©Tf&oTJ:H. 
[0 0 19] 

1 fC^t&gSOTCftL/WT'y *VXU JLonr«fttH!ll.24aM*>/^ 
ttHM1.24gE*C* >^^|tS:3- Kt&DNA #/W>ry *V XtZ&ft-t l/Ttt. 

o 

[0 0 2 0] 

3© «fc e> ft A>f y U **>f L t Ma. tf fix h y > *? x > s/- 

*W<b*lS. fix hy>2?x UTtt, «^tf4 2TC, 5XSSC 
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S?x>*/-fc&ftfc LT tt, «it «60TC. 0.1 XSSC, 0.1% Kx2/^«S»+ h U 
[0 0 2 1] 

Sot, *»W©nT*ttHKl.24^1R*>A^Htt. ±fa© tnj-fVf'fXt 
&DNA J CJ:»j3-KS*lTfe»J, «T$ftHM1.24#Ug* >/<*Rffl£«?Sttt:£ 

1 6lC*to ge?'J## : 1 6©7$;aS0!lfc£1"6fch*>/^Rfc:3- 
K-TSDMA SrpUC ^^-©Xbal-WWafttWCffiJ***^* 5 KpRS38-pUC19 
fcS£tS*»BttEscherichia coli DH5 a (pRS38-pUC19 ) TO 
5( 1993) $1 OB 5 H^»TXHa«R4*I*I*S«W*m 
0<«rUmi TBI .#3 fCffttWFERM BP-4 4 3 4 £bT, W^h^ 

• [00 22] 
*» $0 Br»ttflM • 24M1S * > A 9 R it £ t- , »T*ttHMl . 24&M * > A * 
&fc#tt?Stt »;«&©*?*■ KXtttfy KfciK£bfc±»*>^ 
^t'feotiK Zfte>»£*>A*Rfc#*fTS:fr8tt. tt'IC»#S 

7* Kfc bTfcL *««IC^«UC««S*1&I8»; nfrfcS'W KXttsK'J *7 
*KT**oT«fcH. fcffctf, *7*K£bTtt, FLAG (Hopp, T. P. et al., Bi 
oTechnology (1988) 6, 1204-1210 ) , 6 ®©His (ZZTVy) 
6 XHis , lOXHis , >f > >if«^3R (HA) , fc hc-myc VSV-GP 
pl8HIV©^T^r. T7-tag. HSV-tag , E-tag . SV40T ftM©#T#. lck ta 
g s a-tubulin ©tf/t, B-tag , Protein C ©#T#^, TT'lC&fllT'&S'^f- 

8 £BiE#¥ 1 1-30263 64 
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[0 0 2 3] 

$tz®X\f> *y^K£LTfcL GST -S • h7>X7i 

, HA, ^A;^D/U«I«, b-#5 MBP 

#|giB©#Wf*g5:=i- KtSDNA #±K$^fcDNA £rfjE£©*y h^f) 

*-©#DD, ffit&n K> (ATG ) fttf/Xtt**&:i K> (ATT % TGA XttTAG ) 
©» * »J «Mf& t S i: #T» £ * . 

[0 0 2 4] 

*%^© # >^ * g©^^ * * - it. #$$c#anc&f§ s 4x zmm* v * 

ftft#©*WI***-» fl*tfpEF . pCDM8 , fi&*lJ&*#©»3B***-, $ 
*tfpBacPAK8, ffi^ffi3fc©383K? * HAtfpHHl. pMH2, 4 h7,fc% 

©3&3K***-* ftlAttpHSV, P MV % Sfcfi*©*^'***-. flIAtfpNVll . 
ttMfifcOlSS***-. #!;LtfpPL608, PKTH50, ffi*©S83K2 * - 

» MxtfpGEX, pGEBEX, pMALp2tf#tf (dJi*, 
[0 0 2 5] 

*»IS© # > A * S©8gK * * - iZ tt, fif A tf "TiSttHJIl . 24£tM * > A * g 
ILiltlS*©ya ; E-^-/x>A>ij--. $|;LtfEFl-a7 p P : E-#-/x>;\ 

^>f;i/x^D ; E-^-/x>/\>^-, JMto?4;i/*fi#©>' , n ; e-*-/x> 
A>-9--, WitfSV40yn : E-*-/x>/\>-y— , fchCHV ^n^-^f-Zx 
, ®#ft#©7n^-*-/x;wN>i>--, «|>ttf7^3-^JK** 
**7q^-*-/x>a>-*J— , *iISfi3fc©7D : E-#-/x>;\>^-, 
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0U;U£Lac ■?U : £-#-/*y/\>?-. Trp -fU^- # -/x>A>-y--, Ta 
[0 0 2 6] 

fiMmQUot/VI-frUm, >fu7Vy<Dy>fi-)im9Wmf *>ft 

6. ££#®>g&'K<Dis<fi-JvmfltLT\l.. *B§gffi&3H&gB«tf)S/^;i' 



[0 0 2 7] 

*w»#cE*a*ifcat^©t6SSJUS:-fne)S:«3R-r*i»iJfi, %b& x 

>/t*ftfcfflk\s::i:#"eg* D 

[0 0 2 8] 

-e©a€-f-€:3-Kt<SmRNA&#(tt6. mRNAClill 4tfJNZ) 
y7 = 2?>iiJS^flt(Chirgi»in, J. M. et al., Biochemistry (1 
979) 18 , 5294-5299) , AG PCS (Chomczynski , P. and Sacchi, N. , Anal. 
Biochem. (1987) 162, 156-159) «k *J£RN AfcMU mRNA Purificatio 
n Kit (Pharmacia) LT^RNAfr&mRNAfcttKtS. Quic 

kprep mRNA Purification Kit (Pharmacia) Z LIZ «fc »J mR N A 

[0 0 2 9] 

$e>;ftfcmRNAfr&i£«?»*&M^T*£?©cDNA«:£j«t*. cD 



1 0 
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N A AMV Reverse Transcriptase First-strand cDNA Synthesis Kit 

fT^CttMarathon cDNA Amplification kit(CLONTECH^) fctfjtfU * 5—\i&m 
Sf5 (polymerase chain reaction ; PCR) £rfl}V^fc5' - R AC Ej£(Frohm 
an, M. A. et al., Proc. Natl. Acad. Sci. U.S.A. (1988) 85, 8998-9002 ; B 
elyavsky, A. et al., Nucleic Acids Res. (1989) 17, 2919-2932) ZfcPBtZ 

[0 0 3 0] 

#&ftfcPCRgftfr&B»fct$DNA»i#S:WRU ^£ # — DN A£2£ 

-zmiRLxffiM<Dm&%.'<?*-zmm?z>. swttzDN A®&mmm 

[0 0 3 1] 

J:y£#ftKtt. ffffB®<fct>tC#fglLfcDNAlju Tf3<Z><fc o * 

■J-;i/&«ffi»K:«£3iifcDNA *SV>tt*4i££tr***-£*y 3 
t*'T*?5. «*tf7P J E--*--/x>A>if-£:L-Ctt, fcNiMMtfn? 
4 ^l/X|{i^'/n : E — # — /xw\>+h— (human cytomegalovirus immediate ea 
rly promoter/enhancer ) tt&tf&Z. £#*T*£5 0 
[0 0 3 2] 

40 (sv 40 ) mv>*?4 )Wlu : z-*i-/3Ly/\yyr- } $>\i hin>^-^a> 

77^^-1 a (HEFlo) CDHtSUB«|JBS*©^D i E-*-/X>A>*-Sffi 

SV 40 ^D : E-dt-/x>A>-b— fettffit&»^ MuIligane>0^f 
& (Nature (1979) 277, 108) , ttz, HEF1 a * -/X>A>-fr- Srft 
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Mizushima £>©#& (Nucleic Acids Res. (1990) 18, 5322) IC{£ 

[0 0 3 3] 

i^Df-^-tLKt lacZ^rj^-*-, araB^n^-^-fc^tf-SZli: 
#T'££ 0 lacZ^D^-^-lr^ffl-rS^, Ward£>©#& (Nature (1098) 34 
1, 544-546 ; FASEB J. (1992) 6, 2422-2427) s araB^D^E- # - $r^ffl"TS* 
Better e>©#& (Science (1988) 240, 1041-1043 ) £^?UJJ:Va 0 

*y*z r#*&© #>© 5/ *f±*mm tbxit. ±mm<oK u^xa 

pelBS/£*-f;]/g2#J (Lei, S. P. et al J. Bacteriol. (1987) 169, 
4379 ) fc£ffl**ltfJ:H. 
[0 0 3 4] 

&m&ffitbx&. sv 40 , 3Ky^-x"^^;i/7>, rf;f^i/^ ^wtt: 
n-7*ax (bpv ) *©fi#©fe©&jg^$£fctfT?gs 0 s&c, 
B^TfJt^ntT-RJtli©*:^ H^^^-ttl^-A-tlt, 7^; 
**ij=r$/h*5ft*)fth5>*:7x7-tf (APH ) Sfi-f, if (TK) 

afi-f* ^:Jil^^>5 L >^7->3}-N^^y^i/;i/h5>7.7x7-i? (Ecogpt 

) ae*. ykKnn»a7c#* (dhfr) ae-?-* a. 

T*£5„ *>/t*JtSiafflfcA©M£#fcL in vitro&tfin vivo ©££&#& 
S„ in vitro©M£*fcLTtt, H^iWlieifeMtSS^^WftlBJB&ttffll- 

[0 0 3 5] 

*. IfrMflSilbTtt, (1) "flUIM. WitfCHO (J. Exp. Med. (1995) 10 
8, 945) , COS , ^xrj-V, BHK (baby hamster kidney ) , HeLa, Vero, (2 
) g£|ffi, M;ttf77U #y*#x;b0|3#|fflflS (Valle, et al., Nature (1 
981) 291, 358-340 ) , $>Z^\t(Z) M&MM* MA«sf9 , sf2L Tn5 ff&b 

1 2 11-3026364 
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HO (Proc. Natl. Acad. Sci. USA (1980) 77, 4216-4220 ) -KHO K-l (Proc. 
Natl. Acad. Sci. USA (1968) 60, 1275) fc$ja£«J8"f6 Z. £. 
[0 0 3 6] 

tt4MBJ&fcl/Ttt, -n?7i-' (Nicotiana tabacum ) &&<DM 

tt&ViJUKtt (Saccharomyces ) JR. «Atft?*05t^ • -fe Utf S/x ( 
Saccharomyces cerevisiae) , 0!lx. TX^l/^r #3. Jj (Aspergillus 

) JR. flitfr****** ■ (Aspergillus niger ) tffcl&ftT H*. 

> *JfS (E. coli ) , tt«#»&*VC^S. 

[0 0 3 7] 

vitro^«*t*ifcicj:y*>/t*Ji##&*is. «*Bu &#©£8sK:«v* 

ffe>o ^SMtLT. DMEMx MEM , RPMI1640, IMDM£$Mt£ i t #T* 

ss. ^ttiBifiiii (fcs ) «©]fe*tt*fctt;B-r6;ifc%>T?£*u & 

jfo?lt8*LTfcJ:n. ®#B£©pH«$ 6-8 !!&£©##£ U>. 

3 0-4 OTCTl&l 5-2 0 OI$|Stf?V\ &S!fc|iSCTJ&*©£8k itft, S# 

in vivo ©g4^fcLTtt, »#&ttffi**££3R*tt*fcftB*S£ 

£*#*we>*is. 3ne>©si««»icge5i:tsDNA%^AL, 

[0 0 3 8] 

& (Vicki Glaser, SPECTRUM Biotechnology Applications, 1993 ) . Sfe* If 
09*. «, Bftfc*5DNAfcYOaif>r>©J:3fc&fr+KH*IC£4S*i 



10-060613 



*©*»#£4*Sfttt#e>*://C*5t&»5. h7>xyir-y^we>i 

S/x^y ^-V^C-gjBLTfciV^ (Ebert, K.H. et al., Bio/Technology (19 
94) 12, 699-702 ) . 
[0 0 3 9] 

^ IttttSDNAfejfALfeA^an^-f^SrA-fnJCflSSS-fr, d©# 

>f 3®#}RJ:»/Ma©*>^^*fc#* (Susumu, M. et al., Nature (1985) 3 
15, 592-594 ) . 

V***£, BfilttSDNA&I^MA^^- flAtfpHON 530K1*PAU 
IC^i'jt-fcTyDAi'f 'J $A • 7 (Agrobacterium tumefa 

ciens ) <D&5ttMTV7KLm\t6. Z<DX>7f- U 7£*/t3, flf*.tf-3 
+ • (Nicotiana tabacum ) KUSSfeStf, #*/*=!©** yflrS© 

*>/??H£#5 (Julian, K.-C. Ma et al., Eur. J. Immunol. (1994) 24, 1 

m> 31 ~ 138) ° 

* [0 0 4 0] 

fcfc, «±'\©»8'<**-©*A#8si:LT«, &*P©m 09*.tfy>a 
;fc;b$/"?2>?£ (Virology (1973) 52 , 456-467 ) l/£ h nsKlz-S/a ( 
EMB0 J. (1982) 1, 841-845 ) $#J8^&ft«* £tz, %mzmfQt&is£(Dn 
K>£JBISg&«LT, «ky««M©S^i!l!IS:IJltft&ii:*^tS (Gr 
antham, R. et al., Nucleic Acids Research (1981) 9, r43-r74 ) . 

r*ie>®»<ftXttai«K:±aB©J:^lcafi?S:#AU »tt3Uiffl4&©ttrt'e 

*i**>^*g©£«.' Mtta«©*>^^«7?ttffla*ir^«^ii, *f§g# 

1 4 miE^¥l 1-3026364 
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[0 0 4 1] 

(m&it^mmmi (1990) mm^ma) . 

"7^77^- Kt^DVh ^5 7 >f-^tf#tf*>*l£ (Strategies for Prot 
ein Purification and Characterization : A Laboratory Course Manual. Ed D 
aniel R. Marshak et al., Cold Spring Harbor Laboratory Press, 1996) „ Z 
tte>©^D^h^^7>r-ttHP LC, FPLC^0t|§^n7hy77^-5: 

[0 0 4 2] 

ftgOifflJt X ttBr adf ord& & ffl v * ft f£ J: v \, 

1^*ttm.2^1R*>7^jgtfc8»tt»tt'K#**lS^HM1.24a:# 
i:&SJ6S*T, TOttHM1.24|«lK*>/^jtJC«^LJ6:ttHM1.24*ltft«:ftffiX 

ffll.24m^(C^Lfc^feHM1.24^M^>>'^^$:^aiX««tS 
XgfcSfr, W'SHM1.24m^>A^g©^'fb^Mt*S{CKt^ 0 
[0 0 4 3] 

*%wizte^Tmmn&&mt¥®mfei5m$s vitro^r^,^^ 

TfrfcftS. 

in vitro ©Tvfe-fJRtt. **fflJB*»CfeV^Tfft>tl*. jlftftfCttaJ^ftHM 
1.24ffiJK*>rt*R££ft#£|g£S* % -0* >Af*KKffiHlll.24ffi#&£tt 
in'*., >f & L,fcftiSfe^LT$»#K:*g^LfcHf*ttHMl. 

24tt«*>^^ftK:»t«»tHM1.24*fc#©|S^S:ttffiXtt»3tt*l«J:^. X{± 
> JM*»KttffiHN1.24ffi#&i##Kfc£gi^ pHSffiMl. 24 

1 fi ffigf}$5g i i - s n 9 r a ■« 
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IC*g£ L tc mmi . 24£l# \Z M * S "ItSttHMl . 24 * >A * R©iB# ft HI X tt 
[0 04 4] 

Rl^tt HM1 . 24^M # > A' * g X tt^HMl . 24jfift it. -e *l £> £ ® ^ tC |§3it Z>M 

tt*«^ e> a n s * > ^ ^ r * , nsi t^mx-ib % v^ raits© 
Q «ss $ n fc x immm $ *i fe «r»ttHMi . 24&m * > mL\$$mi . 24m& © 

h\ S/y3>**W&*i*. 
[0 0 4 5] 

[0 0 4 6] 

1 6 ffi£E#¥ 11-3026364 
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fcUTtt* fl*.tf0.05XTiieen 20 
*»*^IfeV^TafeS♦l6W*ttm.24ffii«*>^^KXtt*^HM1.24*t#^:^ 

[0 0 4 7] 

d *l & K£ * *l Z> W^ffi HM1 . 24!nK * > A ? JCX fct&HMl . 24ft# (C 

*r t s^hm . 24*i#x tt^r^OTi . 2mm * > * 9 % s & a x s 

ffiM1.24«#fc©|g6tt«fcff«t*lGfJ:^. 

^4ftv\|»tta>^n-^»Xtt«lllSftfe^»ttHMi.24^«(*>yt^|tXttSi 

So 

[0 0 4 8] 

fl & tl £££ tf/ X I* ft £! $ tl "Tfctt Ml . 24KM * > A* St X ttffi HM1 . 240i 

ttHHl . 24#tM 9 y )V> fC t tmi . 24ffift t £ & ffi * & i £ # T* § & . 
[0 0 4 9] 

»; , £ Z tiS Rl^ttHMl . 24ftjg * > * XX tt JfiHHl . 24*aft £ £4 ft 

h D - b *l tan £ ^$14HM1 . 24#tM *>rt9 MX ttJfiHM . 24#itt £ £ 
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W>*yX9fLt Ml . 24#ift i: £ gfi t § 3 T? £ * o tt& tffi «fr (C 
nTittt HM1 .24*t JR # > M RX \mmi . 24#tft & tlX V\ il it. L * > 
^ * K $ £ i: K J: *J Rj^ftHMl . 24ffi!K * > A' * £ X ttffiHMl . 24ftft & ft 

[0 0 5 0] 

£*ttK»£t*»£, ^ftHM1.24&M*>^gXttffiHM1.24ffi# 
W ©&$ f WM^*^ fC * V > T » M^fW * © nf »ftHMl . 
%Ltc/U**y?-lt*y yrt?nm®ttS.ft%ZWL&<D*y A? 

RS:ffl^T^o«ai-r«3fc&<, mm^^x^y^i/if±)itbxv7)i^ 

J2*\ZWl%tZ>ZtftvlffiX%>Z> (MX-tfBIAcore ; Pharmacia $g) . Lfctfo 
T, BIAcore 0©A>f *-fe>^— fefflv\S^i:t J: »J BT*ttHM1.24fitfl(dr>^ir 
ft Ml . 24&# £ ©££ & ft ffi X t h Z £ # «Tfg « . 
[0 0 5 1] 

&&mz \t, B]®mni.2mm *yw fg.x\mmi . 2m& & as-ft t & * > 

- * ? 7lC , JSHMl . 24ftft X 14 Bf^ft HH1 . 24ffiM * > A* * g & $ tf«f«W ft 
BT»ttHM1.24«iJ(R* W\**gXTOHM1.24^MCi££t£ffiHM1.24ffi 

ttx i^ifiHm .24« * > M ft & AO */ ^-f;i/©M t T ft ffix t 

.fcU^WtCtt, fiTF©* 3 ©«>»C-b>-9— f-v 7CM5 (Biosen 

sor tfc) Sfl5ttftUT^»ttHM1.24^JR*>A^j(tXtt*rtHM1.24tt#«:-fe>-9-- 
*y7±KH£fb**. t&b*>. EDC / NHS (200mM EDC (N-ethyl-N* 

-(3-dimethylaminopropyl) carbonate hydrochloride) , 50mM NHS (N-hydroxys 
uccinimide) ) \Z «k »J -fe y -fZfe&ik LfcSL HBS A777- (lOmM H 
EPES PH7.4, 150oM NaCl, 3.4m MEDTA, 0.05XTi»een20) {C <fc U iz y 

1 8 ffiSE#¥ 11-302 
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[0 0 5 2] 

& \Z HBS A y 7 7 - C $8? b Jit© JftHMl . 24ifitt X »I^ttHMl . 24&IK * > 

-K.**)*y9—?v7Z&#fc X-*J-JU7$yf&1lL (1M ethanolamine hy 
drochloridc, P H8.5) C«k ^y^±©«#?Stt3IS:^n y ^t*. ff 

fcKHBS Ay 7 7-K:»«lbfca*0«tHM1.24f(l:#Xtt^*ttHM1.24*tJBC* > 

mmn .2mm *yn* &mm . 2m& iz&a? l # © »i . 24^ 

pattern . * > a ? ^^-;m©ft*n h l> Tg[g $ tl 

So 

[0 0 5 3] 

ttHM1.24jftJRdr jRXtt*ltHM1.24»t#«:*to»tt3> h n V^tt* 

-;i/»-pf»&tifeg«. tt*K»«:^tf»T#e)*ifeiis*&af/xtttt»ji©Br 

^'ttHMl . 24fitM * > rtt JSX \mm . 24*fift £ # ft lift n > S n - *8 T* ft 6 ft 
[0 0 5 4] 

tBX * £ L T, «T*ttHMl . 24ftjfl * > A * liftHMl . 24ftft # 

1 9 ffilE#¥ 1 1 -3 02 6 
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hbfcgL &#LT, ££LT^£*>;^fC£*©*>A-*f££#Mltt£fSi3E 
[0 0 5 5] 

<^ftHM1.24mM*>A2fm, ^©^^f-KXttJKy^f - KfcHteUTH 
T%i*V*. LfctfoT. a«ktt»tfC**n*Rr*ttHlI1.24«;JR*>A^ftS:* 
ffitSfc»KffiHM1.24RftfcM*SZfctf-et*U l**ttHM1.24ffiK*>rt 

§5, tt»tt»*C**nSiftHM1.24tt#&ttffltSfcftC*ilM1.24m# 
S4#A»CB«t**t#«:ttflit«3i:^t*. MHM1.24ffifttfY**ffiftT* 

Jfcft-CfcS*^ *tHMi.24tt#S:<|fJ4WfC|8«"t*«E#i:l/Tlltt: MA/^n 
[0 0 5 6] 

ffi7c*bTtt, ftiittf 32 ? , 33 p . 131 i , 125 i , 3 h , 14 c . 35 s im\tf e> 
SJt*Jti:tTtt» «Atf70*n-fe>f>>fyf : *S/7*-h (fitc) , n-2' 

$>jBW&tlS. 3*ie>ttr1?j&©*>©&A#*£^#T*^ ^»©*ffiK!J: 
[0 0 5 7] 

gfttfJKttU ^©i^JCl/Tff^3fc*^tS. t&fcS. T>J8M£HM1.24jft|g 
*>WKXttffiHM1.24ffi#&£tr»«£:7l/- htCiOA, -«»ttl/T^l/- 
McHfct*. Bl*ttHM1.24*i:JR*>^^KXtt«iHI!1.24fii:#S:BIftt6Bl. & 

2 0 ffilESf 5 ! 1 11-3026364 
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^ 1 S: * 6» * D ft ^ I/- MC L , 1/ t «TBttHMl .24^ 
W4f>^i'ftXtt*£HM1.24^*e#S-&T ! bJ:^. 7b- h 

, ^HM1.24^Xtt^ttHM1.24mM^>A'^K$:^tf»W5:^l/- htCj&n 
[0 0 5 8] 

*ife»4IS:Jt«1-fttfia«F»RS:*tf««ttff«:»St«rfc^Tfft6. 

*»8©&ttfc£ttiWfe#8clca5V*T» ^^*©Rl^14HM1.24SiM^>^ 
9 0t X \mm . 24#itt S: ft ffl X fcWB * ^« L T , «r*ttHl! 1 . 24ffi JK * y A 

9 . 24» & $ tc"s» t * -fcffiftft tf-ftffift * # J*»fcB» 

[0 0 5 9] 

tiF&©&&fc¥&^£;fr&tCfc^Ts TOttHK1.24fil;K*:/rt*KX 
ffiHM1.24^M^>A^KXtt».24^$:$^{C@^L, &I*fm£&M£ 



10-060613 



[0 0 6 0] 

Xl**fiflM1.24ffiftK:#t*ffiftfc:7U- hCB£U Hjt^tlfcftftfC nT^ttHM 
1.24M^>A^gXtt»1.24»$ : ^$-a:Tt; < fcVN 0 7b-h£&#©$ 

(§) h n -») mm /Xtt«*P»«0»tmi.24»i#XttB[»ttHM1.24«:«* 
[0 0 6 1] 

>f h©&. tt*ttt*g*RlC#*tlSfiiiHM1.24«i#XttBriSttHHl. 

* 5 -ftjfift £#Mi$ iceat t * -ikttmz «k »; # y n>? « & 

lit) 

[0 0 6 2] 

ftKttfl&ftfctSZfctf-CSS. ^1$HM1.24ftM# W^SCtt, fl&©*7* 

"r»ttHH1.24«iK* >^K&&ffitS£&©-l$Mtti: LT*tHH1.24i/itt&£ 
fflt£3t#T*£3U ^8ttHM1.24ffiB*>/**Kfc»£Ufcft©*y^ FX 

ft6^HM1.24^i*S:ttfflt*fcftK:«iHM1.24tt#S:«J5ttKB«t60i#Sftffl 

2 2 fflEW 1 1-3026364 
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[0 0 6 3] 

jaDll.W79XjS#t*4j^, lfiHM1.24ffi#&#J*«KB»**HK 
1.24ftfttf**5ffi#XH:fc hS«#T'&§»£, iftHM1.24&#ft»JW5rC« 

«t*-fc«tti:LTffifc h>f hj ^n:/y >ffi#fcfcfl|**::i:#T*£*. * 

[0 0 6 4] 

i yftb < tt, #2§$tt1#fC#£ b < & EL ISA (Enzyme- linked Immunosorben 
t Assay ) tC«fc »J&© J: ? K IT ft ? 3 TOttM1.248t 

J»77- (0.1 M NaHC0 3 . 0.02% NaNg . pH9.6 ) Kl J: »J#fl*S. 96ft ©>f 
Ay^U-h (Nuncfg) ©^IC#fltfci®**aES:aJIJDit. 4XT!-lft>f 

ftjf>A?7 7- (PBS {C0.05X Tween20 tUZ> «fc Lfcfc©) T'3 

£«fei*ft, PBSC»«PUfe5X BSA (SIGMA S) $$200 #1 fcflj*, ^MT2 ^ 

[0 0 6 5] 

&KSfc#/^77-T*3 0£ft€:8lsi*U #flAv7 7- (IX BSA, 0.5% Twe 
en20 v PBS ) T-%mLtz.Mtmiibtz^®mn.2mW>*> XV'RKMZ-l 

M^-S-frSo »^y7 7-T'3[IISfc#Lfc«L t MgG ftft£M*Hc (C ^igc 
) ZM?Z**?mnMft&*%tiW&m%*-feMMX. SffiT? 1 BUSK > 

[0 0 6 6] 

ft&Ay7 7-T'&ft£3 EffifrU 7 7-T*5000telC«bfc7;i/ 

*U 7^777 9-VWSIft*%L\l MgG ftft (IBI IS) S 100m lutein* 
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(«A97 7- 5 50 mM NaHCOg , 10mM MgCl 2 , P H9.8 IC 1 mg/mlODig 
KlCiSjibfeSigia 104 ) 100*t l&ft£itl;L MT?jRffia*fcftlC 405 n 
■ ■CORjtSftV^f ^D^I/-hU-^- (Mode 1 3550 , BIO-RAD §g) fcJBUT 

#^*ifeR4lfcifc«t*ii:K:J:»J, **9f£m.24ffi#&ftfflxtt*jfe*a£ 

I [0 0 6 7] 

#88©*? U-->0 , #St«, High Throughput Screening (HTS ) lCt>& 

fiffittnsKy MCJ: o Tff 3 £ h*-$/3>ffcU High Throughput sc 

reening %m$lt2>Z.tt>'T>£Z> 0 

tfcfe5. HAiC*ftStltftS:Hfflfl:Ay7 7- (O.IM NaHCX) 3 , 0.02 X NaN 3 
, PH9.6 ) KJry*MR*fi. 967t©-f K (Nuncgg) ©£3*lC#$lLfc 

[0 0 6 8 J 

. (PBS tC0.05X Tween20 t & -5 «fc O PfiE U * © ) T*3 HJ#7\ 

PBS{C?#8¥Lfe5% BSA (SIGMA IS) ?£$200 fi 1 fcin*., SST2 B* 

(IX BSA. 0.5X Tween20, PBS) T*ttLfeHAfc|ft£Lfcltf»ttHM1.24ffiIK*:/ 
;^g&jDi4tt'-^>^ra^-Mt ffiHAftft HA £ flfc& b SttHMl . 
24ftM*>A?g&S££$i*S. 
&V^T*, ^^.{iBiomek2000 HTS system (Beckman jg) \ZZ.Q)^ hj 

-^#&tf-^#t^t«-^fit*?:aSilDt 5 «fc ? K ^fA®3 > h Q - 
[0 0 6 9] 

3 ©PR, LTliBiomek 2000 #&$(Beckmani!) VUiMultipipet 

2 4 ffi§E#¥ 11-3026364 
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te96ftHB|#&3§(Sagian g{) Srffi^SZlfc tAk) h#^A©iK©^ 

404 T-f ^n^I/-K»>*y*/V-(Bio Tekft) &fflV*5£i:#T?£<& 0 
©ftg©«lCttSPECTRAiiiax250 7 b- h y - (Molecular Devices^) 

[0 0 7 0] 

&7t£St#U tWilW^77- (1% BSA, 0.5X Tween20, PBS ) T»# 
£ «Lfe*^5OTl.24t(i:#S:^tftt»tt»S:-gJfc[(Dit*. ft$K:tt&gtfr&3- 
(m&ny hu-)l) &lX«E»«ie©*^5«iHII1.24*t#&in^fe» ( 
ltt3>hB-A') £fit, r*ie>S:ifiT'll|r4^>^a/<- h*S = 

IgG M (New England Biolabs $g) £100 /x l#ftiCj&D;L. ggt'l^H>f 
h+<&. tfciMy 77-T'^&3 ®&#U W-y7 7-T' 500 
0 ffiftC#«lUfe7^*y7*^7T*— eHid^^f^^dpIgG ffift (TAGOSS) 
5: 100/t little**., ii&T'lH^^n/<-bt^ 
[0 0 7 1] 

»7 7 7-T'5 tH£ft£&#U $Sfe$$E (SI;t>y7 7- ; 50 oM NaH 
^ C0 3 , 10 DM MgCl 2 , PH9.8 fC lmg/ml ©SfilCi&jBUfcp-- h P 7x^1/7* 
^7x-h (Sigma §g) ) & 100^ l&ftlCftl*.* gjST'Sffr Sitfc^C 405 n 
m T^I&ftgfcV^ ?D7°l/- h Biomek7>- b y - (Beckman / 

Molecular Devices®!) ^TiM^tS. hD-;i/#T!fc 

& nfcan i: iticfcy, tit ^« * * 7» .24» 

[0 0 7 2] 

X te^HMl . 24fttt £ 500pg/m 1 CD £5 £ TfflJt * -5 i t i)' «Tfg T' & S . 
2 5 tfliiE#¥ 11-3026364 
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[0 0 7 3] 

tK 7^X»7f hft*©*©***?* L^. i*ife©^^ #ict:hft3f$© 
«^ffifl(tf#*U*. tSTOttHMi.24»tK*>^^jKS:«^m«2:L 

©"W-K^tfy^f- K&fc£WK:£j*t6*>; *fi-f-x^»#ffitc«ty#* 

[0 0 7 4] 

^ ^f - K X tt jK 'J ^ K S: -T 6 a IS ft L T tt ffl 

&mG\zmtmMMt(DmG&z%MiTmiRtz>(Dm$L<, -«wic 

[0 0 7 5] 

tfotfSOlfrttfcLTtt, v**, 5vK AA^^-WM^ft 

2 6 fflE4#¥ 11-302 
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TfcL «*tfiM/#ttffia*i*. IM/fcbTtt, *#TB©1M' (IBUirtiW I 

*■ 

[0 0 7 6] ! 

HK»#8si:bT* j£fH»£&ttftl»&©ftl&ftX& ATtaJW-tSifctc J: \ 
yftfeftS. ^#»^tt. BfffiiiKtrPB S (Phosphate-Buffered Saline) ^£ 

SZfctfTfSS. 3©J:3C&ffiU Jfii*4 , £M2©ffi#W<;i/#±#tS©8: 

sate* 

[0 0 7 7] 

33T% jKy*n-±/l#i#£a&lCtt. jfil?ff4»©ffiS©ffi#l''</l'#±#b 
fcii:S:a»Lfcft» ttlRS:JSffbfc«ft»«©Jlll*S:«yfllt. 3©J&»*> 
^#©#SC <£ yjftit&#irt*. aKU * o— *-;Hftttfc bTtf'J * n-^fit 
&££ifliitft£&EbT : fc < }:v>U *B»cjESCi©jflift^&3Ky * o-^;H5i# 

©ffi# i/^;i/^±#t-s © & wsbfcSH^ wsl»«^ e>^««ifi«:JR y ffi u 

[0 0 7 8] 

tuSB ft&fflJft £ R£ £ *i § ffc* ©£« b T ©JMLSMfc© UD- vUBBS i: 
bTtt> «lC^»©a^©iWJIS«5, P3(P3x6 3Ag 8. 6 5 3)(Ke 

arney, J. F. et al. f J. Immunol. (1979) 123, 1548-1550) , P3x63Ag 
8. Ul (Yelton, D. E. et al., Current Topics in Microbiology and Immun 
ology (1978) 81, 1-7) , NS-1 (Kohler, G. and Milstein, C. , Eur. J. Im 
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nunol. (1976) 6, 511-519) , MPC-1 l(Margulies, D. H. et al., Cell ( 
1976) 8 , 405-415) , SP2/0 (Shulman, M. et al., Nature (1978) 276 , 2 
69-270) , FO (de St. Groth, S. F. and Scheidegger, D. , J. Immunol. Met 
hods (1980) 35, 1-21) , S 1 9 4 (Trowbridge, I. S., J. Exp. Med. (1978) 
148, 313-323) , R2 1 O (Galfre, G. et al., Nature (1979) 277, 131-133) 

[00 7 9] 

5 ;i/:*7M (Galfre, G. and Milstein, C. , Methods Enzymol. (1981 

) 73, 3-46) $Cfl!BTfT3Zi:tf-e£6. 

%®mm$x*mm2tiz>. i^wtixwj^n sKux^i/^yyn-^ 
(peg), I?*** (hvj) ^ftfflsti, ^.\zfm\z^m^% 

o 

[0 0 8 0] 

ft«»jss i~i o^j:t5«iiK mmm&\zft\^i%m.thx 

tt, l9E§xn-TjWJjS«|c(0it»KHfa*;R"PMI 1 64 0**«E, M 

fey, £*>ic, (fcs) 

NfiH^ll iulEftMflS tvxa- v^HS t £ Kf ffi««*tt» T* <fc < 

ateu m 3 TcnmzMUbtzPEGmm. m%.& to#**i ooo 

-6 0 0 0g£®PEG»*«:&fc. 3 0-6 0% (w/v) ©SflrTfS&iDU 
ffl^tS3i:K:j:oTB»i:t6iBl^i(WJIS K-T) ft 

[0 0 8 1] 

2 8 ffiliE#¥ 11-302 
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sSHAT»i6«-e(Z)«*tt, Bttfct*>w:/y F-v»©m (#i 

«©I8JMMH* fc*tSU. BWfc-rsttfrSrjSfttSA^f^U F-v©**y^j 
[0 0 8 2] 

y>/t#, #iAI£EB*4;i/*ClS£Lfcfchy>/t3*£iii vitroT^f-KXtt! 

FXtttfV*?* K^©*£-&?SftS:*1-5ffiMfflt Flfift 7y F : 

-7^i5Zittt5 (#MBB63-17688) „ j 
[0 0 8 3] 

JI^T*»9iK:«MS4i*'<>' , f-KXttsKy'<^ KtotftSfc Ffcift£J&*#L I 
T%J:V* (HRM#flFffl«£H#-&WO 9 2 - 0 3 9 1 8, WO 9 3 -2 2 2 7, 
WO 9 4-02602, WO 94-25585, WO 96-3373 5&tfWO 
96-34096 #$() .. 
[0 0 8 4] 

ss/vf^y F-^^^D-MW^;it a»A>f^y f 

-v£iIfi©#&{CLfc#^ig||u ffi)*«J:ili:lTll6JS, *6^tt^ 

T#s#8fc£#*ffls*i*. |fr#©*&«, »««©**# &#6©«cii or 



#^j2 10-060613 



K-vfc^Tffitt£g£+*JSWMc, ffi#&£&*S«f£y 
^OftffiUJSSrJiafi^ (oncogene) fC*y^JBfta*fc«IB&fflV^%»J:V\ 
[0 0 8 5] 

%®\Z&, Z(Dm&X.Mtfi&$:m^Z>Z.£tfT*gZ> Borrebaeck, C. A 

. K. and Larrick, J. W., THERAPEUTIC MONOCLONAL ANTIBODIES, Published in 

the United Kingdom by MACMILLAN PUBLISHERS LTD, 1990 #Rg) . 

[0 0 8 6] 

ffifMM*#re&oTJ:^. «*tf/jfi#Wrtffcl,-CH:, Fab, F (ab ' ) 2 

, f vxsHi^LicF v&a^fty >*--ca*ga-&fcs/>^f-i>f >f 

v (scFv) *We>*i&. AttfiUlCtt, ftttfc&lis W>, /< 

^>»T'ffllW»i^S^St5!i)\ Xtt, Zft&ffittWtf«:3-Ktsa 

($I;U£> Co, H. S. et al., J. Immunol. (1994) 152, 2968-2976 ; Better, 
M. and Horwitz, A. H. , Methods Enzymol. (1989) 178, 476-496 ; Pluckthun, 

A. and Skerra, A., Methods Enzymol. (1989) 178, 497-515 ; Lamoyi, E. , M 
ethods Enzymol. (1986) 121, 652-663 ; Rousseaux, J. et al. , Methods Enzy 
mol. (1986) 121, 663-669 ; Bird, R. E. and Walker, B. W. , Trends Biotech 
nol. (1991) 9, 132-137#i0 . #MfC&, &*B©#fl5U: <fc yfBRSft*** 

[0 0 8 7] 

3 0 11-302 
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i 

i 

nx-mzhT^zftm, mmmmtfrtt*<, nmfczftzbvz&'i 
fe^. | 

[0 0 8 8] I 

I 

7 -HI/*-, KftBidL ftff, 38*K SDS jKUT^U/I/TS NTf/l/Wcaclfr, ^ : 

£ (Antibodies : A Laboratory Manual. Ed Harlow and David Lane, Cold Spri j 
ng Harbor Laboratory, 1888) „ 

jjykh LT, Hyper D, POROS, Sepharose F. F. (Pharmacia) $tfg£|fg>Ji& i 

□ 

[0 0 8 9] 

l*D7h^77^-, M^nvhy97>f-^^#{fe>tV-& (Strategies fo ; 
r Protein Purification and Characterization : A Laboratory Course Manual , 
. Ed Daniel R. Marshak et al., Cold Spring Harbor Laboratory Press, 1996 : 

i 

) o rtie>©^DThy57^-ttHPLC, FPLCWffl^D7h^77 : 

[0 0 9 0] i 
±IBTf^e>nfc«ifr©»Si[l!l3£XtttStttt§?tt, flittfELIS | 

a, eia mm&mwfem) , ria w%&&m%.&) \ 

«EHM1.24ffi:ft*g4tSA>f^U K-TM1.24tt. IfKIK^^Iflilf ! 
am («0<imi TS1 #3 *) tC s ^7 (1 9 9 5)^9 ^140{C i 
FERM BP-5233t LT 7**^7. N&*&K3£3£HIR*ttSftfc. ! 
[0 0 9 1] 
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1 . FLAGff yfJftlHf»ffiH111.24ft«%3H^ $ 
EcoRi (S?gjg|g) fciifNoti ($tB£8) *»fct*£fcCJ:yMBL,fcHE 
(fflBH#«FffiK^H##W092-19759) fc» 4 J*J VU-fVl/ (Ig 

) 50 nM Tris-HCI, pH7.6 , 10 mM MgCl £ % 10 mM V***. l/>f h-;k 1 
0 mMTP, 50 mg/ml©jKlJx^l/>£*>Jri-;i/feJ:tfl any hT4 DNAU#--fef (GI 
BCO-BRL S3) Sr£tt$fiJS&«&4&'t»T?. 161CICT3 l$IS£jSS*3i*gLfc. 
[00 9 2] 

JfAbfcIgU-f-iE^Ii:FUG*yfe3-Kt«afi-f-ttEcoRI , Kpnl 

Jti?) s <fc Not im vyij-ttxmmi kwrnrnzwis * # 

>Ftt (G I BCO-BRL |?) JCflD*., 3*1&*±T'30#IS[, 42^C£T1 #|SI, *b 
[0 0 9 3] 

400 # 1 ©2xYTigi& (Molecular Cloning : A Laboratory Manual, S 
^ ambrook £>, Cold Spring Harbor Laboratory Press, (1989) ) fcjfUJx., 371C{C 
Tl l*IB>f >*a./<-2/3>Lfcft» 50/ig/«l ©7> M { s V > 52xYT 
jt?5£^rife (Molecular Cloning : A Laboratory Manual, Sambrook Cold Spr 
ing Harbor Laboratory Press, (1989) ) ±{C3tf>*§§l£it£. 37rtCT-& 

^y^^-hLxmmmn^m^mtz, r *5o# g/m 

1 07>^^U>$:^t§2xyT^cfiT'37lC(CT-^Sl/, 
^ 7fl/#Ui£ (Molecular Cloning : A Laboratory Manual, Sambrook £> x Cold 
Spring Harbor Laboratory Press, (1989) ) iZ'&iXzf? KDNA £Ul§gL 

[0 0 9 4] 

HM1.24ftK0|fll&ftffi$®&&?ti:Theraal Cycler (Perkin Elmer Cet 

3 2 ffliE#¥ 11-3026364 



10 -060613 ; 

i 
i 

usgg) fcJg^fcPCR &lC«fc»Jft$ILk„ HML24fcvM©cDNA£g§§!£LT, 100 pmj 
ole 0U?lJ#-i§-9 ~10(C^Lfc^ , 7^fV-, 10 mM Tris-HCl, pH8.3 , 50 mM KCj 

i 

1 , 0.1 mM dNTPs (dATP, dGTP, dCTP, dTTP) , 1.5 mM MgCl 2 fcj:tf5 
h©DNA sKU ^^--fe'Anipli Taq (Perkin Elmer Cetus§g) ; 

g:&nc94T;icT *$©»©&, 94Tucti #ra, 551c jcti #ia* 721c icti ! 
#H©iM?;b&30HtfTV\ *^{C72t:tcTio^r^^>^3.^-i/3>Lfcc 

[0 0 9 5] I 
Z1CDPCR jtttfeHMl^^KOilHJfi^flR^Oafi^^LT, Kpnlfc <fctfBamHI $gj 
itbtz±.§i77*$ FDNA £50 mM Tris-HCl, pH7.6 , 10 mM MgClg . 10 mM *?\ 
ttZUj 1 mM ATP, 50 mg/mKDjtf'J xf- l/y?V 3-;i/fc<fctf 1 n-j 

y hT4 DNA (GIBC0-BRL K) £££"t$fiJ&»£tt#T> 16TCK1T3 &| 

1 

nmzi&TL. *mm9.ti&**fts ztizv^^xs. fdna ^isLt, 

[0 0 9 6] 

iffi^7^5 FDNA &FUG*y^iDnr»tt«ilR»33l^5^$ KfcU pSFHMl.2; 
4 t$t£btz. ZtUDi&mmpmfe*. SKlDNA 2/-*X>-9— (Applied Bios! 
ystem Inc.Jg) jS^tfTaq Dye terminator Cycle Sequencing kit (Applied Bii 
osystem Inc.gJ) fcEt^T, ;* -*-^©^n h 3-;HC$oT*7o fc= ^©! 
JS*, BI*tt*li«iCFLAG©*^^KS:ofe^eiBl^4f>7t^ (U#J##2 ) j 

i 

[0 0 9 7] ! 

mmm 2 . ha ^ ytf ftBrettffiKaffi:^ x ^ F©%g ; 

FLAG* VHM pr«HM1.24mM^^^ * - LT, HA* ^iD^tt^M; 

*$DiC, Cytomegalovirus (CMV ) ^D^-*-/ x://^-?-, **V>fS/>! 
fiffia-e-f, Dehydrofolate reductase (DHFR) jfifi^fc&tfC leader ffiflj&j 
-g-frBluescript SK-'^*- (Molecular Cloning : A Laboratory Manual, Sami 
brook Cold Spring Harbor Laboratory Press, (1989) ) ICA7^1/f->! 
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[0 0 9 8] 

'V74O]/*->0x£h-7*$r (T^JMUn: YPYDVPDYA ) fcn-KtS 
afi-f-ttDrallK KpnI«IliR**R»»ffi«: U LT««Lfe^«DNA *7 

(iM *x-f7i!) fcflJ^fc (BEW##1 4£J:tfl 5) . 500 pmoll^OAV 
y^f-->©XtT h-7#y&3- Kt£it^P<7HA-S, HA-R&, Kpnlfcitf 
Drain ( TfJBfttSZfctCJ: US»ISUfc5 Mg©^**- (CGM ) 

, DNA ligation kit Ver.2( I *5 * 1 fc£trfiJS«£*««f»-T?16T; 

[0 0 9 9] 

1 /t 1 ©«fc£JS«£ftS::fc«8JMl09 ©n> iff> NSfflSS (nysK> 

s?->Hl) ioo Aitc^nA. r*ifc#±-c30£iHu 42t:tcTi #iau *LTm* 

*±71 #RIMl/fc. &V>T% 400 /z 1©S0C (Molecular Cloning : A 
Laboratory Manual, Sambrook £>, Cold Spring Harbor Laboratory Press, (19 
89) ) Srftl*., 37TCICT m®>(y*=L'<-bLtz&. 50/£g/ml ©7>^>U 
^'fec^l'S 2xYT ^l^^ife (Molecular Cloning : A Laboratory Manual, Sam 
brook lb. Cold Spring Harbor Laboratory Press, (1989) ) ±\ZZ(Di^.BM & 

[0 10 0] 

10 mM Tris-HCl, pH8.3, 50 mM KC1, 0.1 mM dNTPs, 100 pmole -T*0©IE#I# 
m ~8 IC^Lfc^-fV-, 5 unit©Am P li Taq »SSfeJ:tf±ffl^RlKift#S: 
UMt LTiSti. 20^ 10fi£«£94lCCT3O#ia^551CfcT3Of£ISU 72TJ }CT 
30#BM>*a*-h©iM*;i/£25igfTofc. 4X7 #D-*tf ICJ: 
'JI© PCR4fifc«^220 b P -e»*-*»«^JMI5«#S:aiRbfc. 3©*B§8^fl 
&&ft&100 /ig/ml ©7>£2/y >£-&trLB$Uft (Molecular Cloning : A La 
boratory Manual, Sambrook £> % Cold Spring Harbor Laboratory Press, (1989 
) ) 300 iH|»T371CCT-*##U fUTIffl**«fr&, 7;i/#U& (Mole 
cular Cloning : A Laboratory Manual, Sambrook £>, Cold Spring Harbor Lab 
oratory Press, (1989) ) lC#oT>^;U KDNA &SSJ8l/fc. 3 3 l/Tfl§3 U 

3 4 ffi.SE#¥ 11-3026364 
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[0 10 1] 

m^fcttHHl^ffiBJtfrJ- (sHM ) tt, PSFHM1.24J: Ufffc= 5 A j 
g© P SFHM1.24$:Kpnl£i:t>\ BamHI T*^ftbfc£&il£$Jfr *>> ltF#a-* ; 
(SIGMA £ffl^T410 b P 0^Mt5 3ti:i *J TOttffiKfeltel j 

&tC, CGM/HAIC, sHM £«tALfc. CGH/HA£Kpnl£ J: tf, BamHI fgftLfcft, ! 

50 mM Tris-HCl, pH9.0, 1 mM MgClg ££#2 3."^ h®y;l/*'Jta77^- j 

0 € (E. coli C75) (^S^S) &*tofi(5«^«J*T, 65TClC-Cl5^raSfS$1i: j 

, K'J >lMfcfcftofc. £©RU>KfcCGH/HA 100 ng fcsHM *DNA ligation k j 

it Ver.2 (^SSSSS) I 15 M fc£trafcffi&»*# , X?16T;K:T 1 | 

[0 10 2] ; 

>2?->S8) 100 liKCill^, 3tl5:*±T'30^ 42TCICT1 #181, ^bT# j 

tfzK±T*l ^TOtttfco &V*Tf, 400 ft 1©S0C fgifi (Molecular Cloning : j 

A Laboratory Manual, Sambrook Cold Spring Harbor Laboratory Press, ( , 

1989) ) fcjD*., 37t:{CT 1^ >#a^-M;feft, 50 mg/ml©7> M *s V j 

^ yZ^^tZ 2xYT (Molecular Cloning : A Laboratory Manual, Sam ; 

brook £>, Cold Spring Harbor Laboratory Press, (1989) ) ±\ZZ<D^M^'k j 

[0 10 3] 

10 mM Tris-HCl, pH8.3, 50 mM KCl, 0.1 mM dNTPs, 100 pmole ■foCffifll* \ 
#7 ~8 KBLfc&zfJJ-?-* 5 unit©Am P li Taq (Perkin Elmer Cetus • 
CI) £«fctf±ffi?£K«»#&»Si:l>T£tr, 20 /t l®a^*S:94TCJCT30^iai " 
, 55TCfCT30^|BI, 72lClCT30$W>*a'<- h©iM*;i/&25[Itf7ofc= 1 ; 

X 7$u-x>ffrnfs,&MK:&*)zo) pcr£j£«63o b P T*&3*®S^Kra j 

[0 10 4] , 

i * ffifF£MP 11- 3 0 2 6 3 6 4 
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d©*MJBR*Rlft#€:100 figM ®7yX S>V y*Httl&S&& (Molecula 
r Cloning : A Laboratory Manual, Sambrook P>, Cold Spring Harbor Laborat 
or y Press, (1989) ) 600 ■ltf'P37t;CT-««* U f bT^©«»^ 
7;i/^Uffi (Molecular Cloning : A Laboratory Manual, Sambrook Cold S 
pring Harbor Laboratory Press, (1989) ) IC^oT^v^^ KDNA fcjHISl/fc 

pr*ttBM1.24ttK&3- K*S»fi-?-S:£*t<5 75*$ K£CGH/HA-sHMi:*£ 
[0 10 5] 

/\-7^f-n>©ihTh-^* y&n- Ktsafe^tr^t'S^^^ K (CG 
M/HA) SlfrDNA */-*X>-tf— (Applied Biosystem Inc.K 

) fcitfTaq Dye terminator Cycle Sequencing kit (Applied Biosystem Inc. 
fi) fclfl^T, *-#-ft£©:7n hn-zucffcoTfrofe. jRj££JBnfc^5 

[0 10 6] 

gEjlflJ- C0S-7 affiA(Z)h7>^7x^3> 
HA^ yf*in^*ttHM1.24tlfll©-iatt©»«€:«»t6fc«)» WIBaSJ** *- 
&C0S-7 (ATCC #CRL-1651) Klfc^Tlttfcbfc. »3S^5*S K (CGM/HA-s 
HM) fcGene Pulser mU (Bio-Rad gg) &fl|V^Txl/# bn^l^-v/a^Ci'J 
C0S-7 ft|g*:l3B|£££&L£:. K (1 m g) &PBS * 1.1 x 10 7 

HilS /b1©0.8 BlTya-MCftliL 1.5 kV, 25#F ©Sg*£T A";i/A 

o 

[0 10 7] 

SSKIT 10 £H©IIIttKBIS©«L xl/^hnsKl/-2/a>Snfc«lJfaS:. 1 
0 il©10X * S/J&MiH (GIBCO-BRL ») fe^tS DMEM (GIBCO-BRL 
X!) tC»»U 37TC, 5%C0 2 >*=L'i-*-T>iB%Ltzo 6 B^^SOt 

, **±?ts:ji«>. m&$miz&*)mm®Rm£L. 0.22* m?4)iz- (mil 

3 6 ft£E#¥ 11-302 
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i 

i 

i 

i 

LIPOREig) fc*»tt, 4ic-e«#i/fe. ; 
* ft £ sandwich ELISA&CDfcJJMMtfCJBVtfe. j 
[0108h ; 
MM® 5 . CHO |fiAg)b7>^7i^'>g> j 
^±mmtVXCm ]fflj&DG44tt (Urlaub, G et al., Cell (1983) 33(2)405-4 ' 

12) £&/BLfco DG44<*ttDBFR^»t*35fe©T, ^US/X l>#* h\ ! 

HFR 5:^t-5>^7^^ Kt h5>X7xir*/9>t6^ G418SJIIS * i 

FM^st^'i. dhfr+> ^^-v^fs/^iiffio^HeiftiBifi&affitsii:* 5 ; 

ffi&S„ 5C, DHFR 0M>fc^*-T*fc5* h h l/*Mz- h (MTX ) (Digi&tp ; 
[0 10 9] 

HA*y#l)D^»ttBMl.24tli;«CSSSSft*&fflfi1"6fc«>K:, Pad (New Engl an ! 
d biolabs 8) ^flHt; Lfcft, 0.7X7#D-*y/l'«:J§V v C4.7 kb^#5:3ff§gL ! 
TfcfettfcttCLfct&iEaSi***- (CGM/HA-sHM) fcx I/* h n t' U- S/3 > ; 
j£lCj;»J|fj^i:^« (ltfECOS-7 WA0h7>^7i^>a» ©MfTT'P ! 

itfe^ALfeCHO tt»£s4^#S/K*^H0-S-SFH (GIBCO BRL j 

§g) (CJMBU 100 m 1/well (4x 10 4 cells/well) T*¥Jg967X^ U- h (FA | 
LC0N§£D (CiSl/t, 37 1C, 5% C0 2 >f>^ra^-*-K:T-ft^f*Lifcft. ; 
1 ng/«l©Sfi-eG418(GIBC0 BRL§g) fetfcj&HLfc * * l/**/ K3FSCH0-S-SFM II ! 
J&S&&100 Ml /well ft*, 5lt$stig«Lfc. 54*, »a«7 140 B i 

tCig#±?f£ 100 m 1 /well &V*fc&, lmg/ml ©G418#iD3 9 K*£CH I 

0-S-SFM IItt*tt&100 /t 1 /well JnAT, ig«$£lTofc. !ITOl6BBtC; 

[0 110] 

G418-CSJB9Lfe^D->#lS:5K:, 5 nM MTX (SIGMA £) &8sjDbfcS 2 l/# j 
£/ K*£CHO-S-SFM II$&ft(C8$U 5 x 10 2 cells/well, 5 x 10 3 cells/we i 
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11 % 5 x 10 4 cells/welItf)H!8tCiig£igoT100 n 1/well ■e¥J£86ft7*l/- 
MCjfSbfc. 37TC, 5% C0 2 >f>ifa/<-^-|;T-Wflfct, 5 nM MTX 
»CHO-S-SFMII 1TO&&100 /i 1/well flu*.*:, sit 1 , *i6XH*:fTV\ 7 
H~14HBK:tt««:ffofe. #£>*lfc#A, #B, #C©3D--£ovn:ifc*#*Sly 
, 5 nM HTXTiBfibfc*§-&i:RHSMcLT50 nM , JgtC500 nMilMTX ©fi«fe±lf 

[0 111] 

HOT 6 . TOttftff©Wg 

«je»&Rr*ttHMi.24Si:iK€:a#t*fc«), G4i8T»a#?ufc # m (cho Mis 

^©H5>^7x^S/H>©3SJCKa) *M6ttl mg/ml G418££fr 

I/**/ R^CHO-S-SFM lH8££fcJB^fc. 500ml 7. bf^— 79X3 (Tech 
ne|g) 2 #ICT (1 L £) £60 rp«-eS#Lfctf 37 TCT'10HTO*bfc o 
8£*tK:J: | J«#±»&&«K 0.22m m©7 * - (FALCONS) CSLfc«L 

«i«fiiMtbT - so r-e«#Lfe 0 z(D^m±m^bmmbrcmi.zmm\t 

HMi.24U#>F©g§m v *6v^iHMi.24tliJR©fllB»#fK:%)*aM^*6i:#i& 
[0 112] 

§117. EL ISA jfr^flifta* 

C0S-7*Hft£.fc$**±?t«:B^TELISA ^0ffM$:ffofc. ftHAftft© n 
> hD-;i/hLT$t;iL-6 receptor j5tftT*&£MT18Sift (T9*IgG2bk, (Hira 
ta.Y et al., J. Immunol. (1989) 143 (9 ) 2900-2906 ) ) feftML/fe. 
5SffiHM1.24ffi# (#*0B#BR) ©3> h D -MCfcU in - vfi^t: MgGl ( 
fch IgGl kappa purified, (THE BINDING SITE§g) ^iaftil HAKC^D 

[0 113] 

1. ffiHAK#-**7SffiHH1.24#ifc 

ffiHAftft (7<?^€;^D-f»: ?0->12CA5 , Boehringer Mannhei 
m £!) &e>t>*iC3> hn-;i/Jfitt&l /ig/ml £5 /ig/ml ICC.B. (Coating Bu 

3 8 ffiSE#¥ 11-3026364 



10-060613 

ffer: 0.1 K NaHCOg . jRfftt, PH9.6, 0.02X7 h U * A) THRU l| 
OO/i 1/well -e 5 Pi£96fi7*l'- r- (Immuno plate Iftfetf : Nunc S3) tC4 TCT^ 
-Bfen — r-f yVbtz, R.B. (Rinse Buffer: PBS, 0.05% Tween 20 ) T*3 (3$; 
^L/fe^, 200 yu 1/well -CD.B. (Dilution Buffer: 50 mM Tris-HCl, pB8.1, j 
1 mM MgCl 2 , 0.15M NaCl, 0.051 Tween 20, 0.02% 7V\t±Y^)^h, 1% BSAi 
(SIGMA S3) ) fcftriL gfiT'2 l$|fi|;/ny *>y£ffofc. *#±it&D.B.T?j 

[0 114] ! 
R.B. T*3 HSfe^bfe^, **5SJftHM1.24#ifl:«:5 /tg/«l ICD.B.TWBlU 

i 

fcfc©£ 100i» 1 /well £iBT?l #|liLRj&a*fe. 3KC R.B. T*3 MVi»\ 

LfcfiL 7;!/#V 7**7 7#-«I$^¥mfc MgG ftft (BI0S0URCE S3) &j 
D.B.T'5000^#fl. lO.OOOffltf&JRLfcfc©*: 100 /t 1 /well -foiOX.. M^l ! 
HlHjRf&Siirfc. R.B.T-5 Hft^UfclfL 7;i/*U7**7 7*— £3£«T***! 

i 

SIGMA 104(p-Nitrophenyl phosphate, disodium, hexahydrate : SIGMA g) &S. i 
B. (Substrate Buffer : 0.05 M NaHC0 3 SfftKi PH9.8, 10mM MgClg ) T?l mg ! 
/ml {Cbfcfefc 100 /t 1/well MA.. 405 nm - 655 nm ©IR*! 

gffcmicroplate reader model 3550 (BIORAD53) iCTlflf:. 

[0 115] i 
2. **5SffiHK1.24ffi#-ffiHAfiifl; j 
^r^7fiSEHM1.24tji#:ft&tflC3>hn-fl/*iL#S:l /tg/ml £5 jig/il KC:j 
B.KTWRU 100 /i 1/well T'¥J£967"C7°b- h (Immuno plate I : Nunc S3 \ 
) tC4 tTf-lft3-TOnfe. R.B.Tft^Lfcft, ±131 fcB«K:**IU:i*i 
tt^ft, HAffitt£5 /tg/al iCD.B.T'igSSUfcfc©?: 100 /b 1 /»! 
ell Jn?L gffiTfl EHfifcS-ttfc. 7^*U7*^7 7*— ^SSft-V^v^i 
XlgG ffift (ZYMED S3) £5000#4MR, 10,000te#3ftLfc=b©£ 100 /i 1/well i 
foJn*., SffiT?l R.B. T-5 Hft^LfegL SIGMA104 

tt£iD;fCJ86S-e\ 405 nm~ 655 nm 0ttttg&W£Lfc. ; 

[0 116] ; 
«±©«KfCfcV^r, a)fmffitt^**5I!ffiHM1.24ffift;, b) ^SffiHHl. ! 
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24ffift^ffiHAffift©£:**>e>©ELISA &T**«©^gft#lft£# - H 
LT^S©?±Kl.©tf>K-f yf-ELISA *S:Mv\6i i: i: l/fc. 

[0 117] 

8 . g>±»feflV*fc sandwich ELISA 
HAft#n^ffiHM1.24#iM£$V\fcsandwich ELISA* S«jSftlCH2 {Catl/fc 0 

1. cos-7mmz£z>%%±m 

fflkmftt:l pg/il t3-fY>ifU C0S-7 «8J|g{Ci6^«±*S:4 ffifKfc 
^Lfcfc©*: 100/tt 1 /well fln*., ^T'2 BSMHRjSS-frfc. 400 ng/ml 0^ 
5SffiHHl.24ffitti3.fctf fc h§HfcffiHM1.24ffift 5:3 &#3R©|g|5g 

#3R&<fV\ 100 jal/well inx.T^T*l TO 7^A'J7«7 
7*-^ftt^th IgG (BI0SOURCE S3) fcflDX., Mlfl »WfiiSS*fe 
. 7;b*U7*X77*-^l£«S:H«K:jBiLT«fea*. 405 nm - 655 m © 
Lfc. 

[0 118] 

*©*£*, COS-7 iRBJgM±?t«:fflV^fe*-&©-t hSft*tHB1.24ttflt{Cj:6« 

03 ©*e>fcfc»K Z1©ELISA *©SS^iS#«500pg/ 

2. CH0&ftKl*6*i!±if 

G418T'SftLfcCH0 » #1 t*6«*±?t (»*8&ffiK©gMilCBa&Lfc) 
feM-V^Tl. C0S-7|B]|&K:J:*J3£±»©£fcl58£-9-> K>f ELISAfcffofc 
. fc£U BTSttmffttto^yR^a-ftSfeft^ TCT?-»iR(6S*, AHM tt 
1 a g/"l fr&3 #*«{©®Pgft*l«:*5ofe. 

*©£*, CH0 »ISlCJ:*Br*ffi*fl:i8(S:fflv^»-&©*i!llfti»ttBI4 OJ:e>tC 
ftU, £©S£©»)£ISJMiRn»/«l gflTefcofc. 

gML?. jWifitt©gjR 

Ml. 24ffift £ J: If t hMffcffiHMl. 24ffift KlJ: -5 sandwich ELISATf.JfctfcU ffiflStt 
©TOfctfofe. 

4 0 aiE#¥ 11-3026364 
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[0 119] 

3ft£g?glCT2 ©ia>f>^a/<- hLfcgL 1 fig /ml 5S#lHM1.24 
ili#feJ:tfl:haft*iHH1.24«i#S:flIit» gigKTl |^>^a'<-hLfe. 
7WJ7*777?-t*gIt^tMgG (BI0S0URCE ttK) &Jff>t, 
71 Wrl&RJS(£lifcft, SK**S:iDx.fe. £ifiT?$M&3it* 405 nm - 655 nm 
©(ftftS&wcroplate reader model 3550 (BIORADftgg) iCTSUjfeLfc. 

*©£**□ ->#1&G418-??j18!IU ZL*l£fMfc£:LT5nM MTX (SIGMA tt») 
•e*t«S*, #A, #B, #C&#fc 0 
[0 12 0] 

HifeM 10. Sandwich ELISA &©ftjffl 
1 • *^5a«iiHM1.24^#&S#Lfc7*W^k:fe»S^^5a»1.24*t# 

*^5ffl*tHlll.24*i#fe4 ng/kg , 40 ng/kgCQg£ftT'i.v. infusion g^L 

U Jfeflf&fcfc. *fc=i>r-a-;i/#i:LT, **9SffiHN1.24ffift©ftfc»JK: 
4SA!6*i«^Lfe7*^-9 ! ^/*^ : biI«JC«jfiiL, il^ife. 3©Jlil«# 
© * ;* 5 SffiBMl . 24#tft © »R S: HA * y #JIIHM1 . 24 rT »tt JSfC M V % fc sandw i ch 

ELISATiMj&Lfc. 

[0121] 

tfinHK1.24Tg*tt#UR (CHO HBflSfCiSig^?! £4 ISrC*flLfc*»©) & 100 
/» 1/well JDA., 4 TC{CT-BfcMfS$-&£„ 7fiffiHM1.24ffitt£fi# t fc7 
*W^©jfil»S:l8ie#Wl/T#^lC100 /tliD^fc **>#-KfcL 
TS^fCM^fc** 9S8tHMl. 24ftft£l0 # g/ml fr&S flMMRTniSfCSB* 
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jfift (BIOSOURCE jK) 

[0 12 2] 

i/<-S/a>©lfe. MICROPLATE READER Model 3550 (Bio-Rad £!) £$VnT405 
iure©lft#g&W£Lfc. 7*W*©Jfil»#CfcttS**5affiHM 
1.240S#©«K©it8ttB5 ©itUT'&ofc, ^©ELISA *©«£IKIHi508 pg 
/ml Tfeofco 

sandwich ELISA »r.&ffi#&7;i/* U 7*X7 7 ^-if^^v 

0 i>^igG2a Rfrc«'it*ifcK:*y, v^^mrai.24aft©jfii*»»©aj3£*>^r 

[0 12 3] 

2. t: hafcOTi.24ffi#©fg£M?&ffi©W£ 

tf -7 *}fiHMl .24ffi#(C «k S H h SKfcffiHHl . 24ft#©^Pi§?Sft 
%HA«y#JnHM1.24nr*tt«[KS:ffiV^saiidi»ich ELISAT'Wbfc. ftHAffi#£ 
1 tfg/.l T*3-7^>**Lfc^-N£:7*ny*>**U HA* ^#iDHM1.24BT 
$tt#t® (CHO «te»CJ:S«il±?»S:4 fcCfcflLfcfc©) £ 100m 1 /well in 
A, 4 TJICT-lftjRiSaitrfc. ft^Lfeft. t h§3<tffiHM1.24ffi#fc<fctf**7 
St(tHM1.24«ifls&10/ig/«l 3^e>3 ^#^T'7 atcaPB*«ll/.r#^K:50^ 1 JO 
^ 7U P0B3HC2O ng/n.l©t^>r5 1 >^V'77.^HM1.24^50 /!i 1*«U H(C 

[0 12 4] 

ftfrft, 7fl/*y 7*^77*— ^«a^h^HT^S?> (PIERCED) fcflD 

©fL MICROPLATEREADER Model 3550 (Bio-Rad £) feJ8^T405 nmT*©tt*S 
£«L£ 0 *©£*. 06 testily. ^*^>«»V7XffiHK1.24ffiflcK:ft 
tTt h SttHMl . 24ffift tt V «> . 24ftft iglTOfS&PISifrft & a* U 
. 3©^h«tU, fchSft«iLHM1.24Stfttt-7'7^«tHM1.24irt:ftfcrai: V«££ 

ttz. ##±*t<fc yiWSILfcnrtSttHM1.24#tlRS:Standard{CfflV^fe "TSttHMl. 

4 2 a}!E#¥ 11-3026364 
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24«*©iHft*tc ! &i»B#^tB'e**. 

10 12 5] 

mmm n. Fawwr ■ 

HA* y^iDRl^ftHM1.24MS4CH0 »J]Uv^©T*tt j 

fcfrofco ZflDfiB&ifclJItSfctfK G418 ^SIRLfeHA* ^tfftTOttffiWS ! 

£CH0 SHflS #1 , fc<fctf5 nM MTXTiflIbfeHA^^#inpI^ttmM«4CH0 Mfi ■ 
#A KLOWtFCM (7D-iMMhV-) «Mfr&ffofc. lx 1Q 6 MO)*!® 

tttt«»*CH0 fflfiPBS T'»bfe^ 500 <tg/il <DV?*ffll.24fttt 5/t j 

0 1 £ J: FACS ftffft( ^fl&Irf Jfitff, OAXTViti- V U ? A^PBS) 95 ^ ; 

1, ££&500 /ti g/ml ©^HAMflc (Boehringer Mannheim ig) 5 fi 1 £<ktf F ; 

ACS MWWi 95 At 1 &jn*.* *fiT30#ia>f y***- hl/fe. 

[0 12 6] ; 

3>hD-;i/iltrvt77.mHM1.24mft©nt>UlC500 /ig/ml ©V^7^IgG2 j 

ak (UPC10 ) (CAPPELK) 5 n 1 FACS 95 (tl, 4fcttffi HA «t j 

ftOftfcUKV?* IgG2bk jfift (MT18) 5 ft 1 fcitf FACS 95 # 1 £ | 

in*. .TOtof^^^-htfe. FAcstt«f*Tas»ufeft, io*g/»i ffiFnc I 

^^^V^7.IgG ffift (Bccton Dickinson^) 100 n 1 £2flJ*.> MT30# ; 

ia>f>*3/<-hLfe. FAcsa«f*-css6^Lfcft. 6oo d\<D ms mmm \ 

^ »bTFACScaii (Becton Dickinson JR) KlT**B©K)taKS»)£bfc. 

[0127] ; 

■eoiB*, B7K3*i:fc»K v?*ffiim.24jftttfce>tfK:Ja HA ffi#fc*fln j 

T9^«iHM1.24«t#fte>tffC«i HA ffifttf, HA*y4*»T**ttffiJR££ ! 

cho jmiSfefg^bfert^W&^tcft-afe. 3©ri:J:y» «*ffit;:HM1.24ffi ' 

[0 12 8] ! 

rnwrn i2. mufigjigftflfEg 

1.2 x 10 7 ffl©G418t*S«lLfcBA4f y#*Bl*ttlftME4CH0 HUBS #1 . fc<fc ; 

7 7 

t>'5 nM MTXT?*9«Bbfcl.6 x 10 7 ffitf) #A , 1.2 x 10 7 fi© #B , 1.1 x 10 j 
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© #C ©HA* *tfiD^fcttSaKS&CHO ffiig&PBS X'tii&LtA 50mM NaHC0 3 
PH 8.0, 150 mM NaCl, 100^g/ml PBSF, 25#?&$*©protease inhibit 
or cocktail (Boehringer Mannheim$l{) , 0.5% ft^3-JHt h U 7 A, IX 
Nonidet P-40 $r^"tflysis fiffffil ■lfciDiL ftiSTT'SO^tSV-^-S/a > 
SrtTofc. 4 °Z. 14,000|B«TriO£|firaM>U ±M*M®&t&mt LT 

EURLfc, 1.0 x 10 7 TOKPMM2 mm (^frffiBl^ii#^4f Bi¥7-236475) {CO 

[0 12 9] 

£flfefll 13. frx;**>7*PyrW >y 
1. M^Mizm^ SDSsKU 7# U;i/7S K^;i/*ft*» 

TV\f-g#±?f (Sup. #1 , Sup. #A , Sup. #B , Sup. #C ) S:0.22 n m©7 J 
;i/#-£iiLT4 iCT'^#Lfc 0 3©^#±?t20Ml £ 5% 
-;i/£^tr1J->7>,rty7 7- (10% yU-feD-;i/, 2% SDS, 0.25% 7*DA7x 
y-Jl/TVb-S:^** 0.5 M Tris-HCl ftifflt, pH 6.8) ZlOfi 1 iDit, 100 
#EM&Lfc 0 **±»20* lfcftj5"t6«J»R (#1 : 3 x 10 4 fi 

, #A : 4 x 10 4 ft #B : 3 x 10 4 ft #C : 2.8 x 10 4 fl) ££frM$»10 
/tiliC 5% 2-*;i/:*J-/f>x#7 -;i/£-£tftf->7>Ay7 7-5:5 flljll*., 10 
0 TCT'5 
[0 13 0] 

Rtt 3 > h n - ;!/ L T ««Lh«fc £©ftb U (CHM1 .24^M L T V \ & 

#M*B»T*$KPHK2 fflj&£jgft (1 x 10 5 ffl) 10/t 1 fC 5% 2-)i;i/A^M 

#y-;i/£3tf-*>7 , ;wW7 7- 5m 1 fin*. ra#tcjo«ii/fc. 4-20% 

Vliy Yffr (TEFCO fg) &JB^T20 mA X'1.5 i$hsds JKU 7V u;i/7^ F4 1 
;Mlfc*»fcffofc. 4->£PVDF*>7*l/> (TEFCO IS!) tC150 «AT?2 

«Rh7>X^nf hbfc. £©*>7*l/>&3X**A$;b*£-grtfTBSr-T (0. 
1% Tween 20 £;£Trisj£g@$[ (^jgiiS) ) T*4 °CtCT-Bfe-f ^a*- h bfe 

o 

[0 13 1] 

4 4 0iIiE#¥ 11-3026364 
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TBS-Tffi££, lO^g/ml T9*.#iHM1.24ftft, 10% FCS , 0.025% Thinerosaj 

, lOOO^^^^^ri/^-if^S^^V^XlgG Jfift (Zymed gg) 
T'Sii:?Lfctf<bl BfrHfiffiS-frfc. ffiJHt ECL ^ffiM^ (Amershamfg) fcfg! 
V*Tft#383fcSlt\ Hyper film-ECL (Amersham|g) (C^Lfc. CLft&gflfrgMMi! 
(Konicagg SRX-101) T?SftLTHM1.24ffiICS:ftffi Lfc. I 
S8£^bfc£:fcy, B§ftrj> hn-;b©KPMM2 ifflfl§£|!^lc30 k! 

Da#afiiCHM1.24ift«©»gi^»BS4ljfc. ; 

[0 13 2] ' 
2. #3R7frtttBK: fcttS SDS/K U 7 9 U ;i/7 5 K^*^*» j 
20/i 1 ©t&iBig#±$f #C fC+J-^T^l/Ay 7 7-£10m lflliL 100 °C T<5 ! 
m&Df&bfco 2.8 x 10 4 m*$ti #C ©Jni&tgftfe 10 #1 izvyzf)h\ 
A<5/7 7-&5 a1 iB*.* 100 TCT-5 frfmlW%(Ltz B ltt3>hn-^Uig! 
#±?ifc £©ftfe »J tCHM1.24fitKfeie»SLTl^#«[Hj|IBBT**KPMM2 « j 

m« (i x io 5 fi) 10^ i \z^yzf)inv 7 7-iO/t i sin*., ni$tcfti&i, | 

[0 13 3] 1 
H9£a*Lfefci3y. »7&R»K?tt 30 kDa ft&fCfcfflStifcJfiM * 

1.24mM£lf&JC*^*V'7-£^$LT^fe 0 i 
HM1.24jftKttC «fl«Ct>147$y»SS©i»*1g««t#4t*©-e, «! 

feHA*^iDDj»SJ(iiK^e>XK:, 3©C jgfl(©«[*«J!SS:^C ! 
[0 13 4] 

14. »g7*9;U K©«HB ; 

10 mM Tris-HCl, pH8.3 . 50 mM KC1 , 0.1 nM dNTPs, 1.5 a>M MgCl 2 , 100 ! 

ng©ft£DNA £ LT©pSFHM1.24 , 100 pmole ©#7°7<fV- (ffi£|#99 fcj: ! 

4 5 ffi|E# 5jZ i 1-3026364 
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tfll) fc<ktf5 3.- y hOAmpli Taq (Perkin Elmer Cetusgj) &isM1rZft& 
ttfc**JKl 94 fcCTgttLfelk 94 ^tCTl £I8U 55riCTl #|SU 
72-CICT1 M©£j£&25iM*>Mfofc^ 72'ClCT7 #fgK >3f 3./<-$/3 
yZfi-otc. 3©PCR S»SKpnIfiJ:t;BaBHI.JBftLfc%i©SC jgtffllftl/feHl 
J&ttffiR (HM164 ) £bT, KpnlfcittBamHI ffifctS £ £lC«k iJi$Lf:5 /t 
g0^?#- (CGM/HA) 50 mN.Tris-HCl, pH7.6 , 10 mM MgClg , 10 nM V 
W h-fr. 1 mM ATP. 50 mg/ml©3KU ^ l/> ?V 3-/I/fcJ:tfl =L- 
V M4 DNAU#-if (G1BC0-BRL £) £££1-&EfS«£*»*rT?* 161CICT3 1$ 

[0 13 5] 

#lc, 10m l©±8B*lg«£«&*»HJM109 ©3>t:T->hi(HB 
) 100 jkIICJD*.* i0»ISS:*±T3OdlS. 421C(CT1 l,T£tf*±T* 
1 ^RMlfe. &^T% 400 m KDSOC Jgfifi (Molecular Cloning : A Labor a 
tory Manual, Sambrook £>„ Cold Spring Harbor Laboratory Press, (1989) ) 
Srin*..' 37TC(CT miSMy* a.*- hbtz^ 50/xg/ml ©T>t:2/U 
£"t"<5 LB ^5^*6 (Molecular Cloning : A Laboratory Manual, Sambrook £ 
, Cold Spring Harbor Laboratory Press, (1989) ) ±\ZZ0±3M^^> 37 

^ [0136] 

3©j£fi<g»£50M g/«l ©7>t^>D>£^tS LB M (Molecular 
Cloning : A Laboratory Manual, Sambrook Cold Spring Harbor Laborator 
y Press, (1989) ) 3 ml* T»371CtCT-£*&*U i©*****^ 7^*UiS 
KLt£oT^5^5 KDNA &fllS!L.fe. £©75 >U KDNA £KpnI fc^tfBamHI M 
ftbfclft, 1X7#0 360 bp©75*$ K&SIRU 8ft 
Lfc^fl£$tt$:50/i g/ml <D7y*i/Vy*$1it6 LB ««300 mlcfT'37'C 
KIT-«S*l/fc. i &7;i/* US (Molecular Cloning : A Labora 
tory Manual, Sambrook (b. Cold Spring Harbor Laboratory Press, (1989) ) 
KiU, ?5>UKPNA 3*1&C «©»*«« fclflBfcb OA* y#in 

"Sl^'tt^lS^^^X^KilLT (CGM/HA-HM164) il^^bfco 

4 6 11-3026364 
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W 

[0 13 7] ; 

i 

mm® 15. CGM/HA-SHM164 ©%glffl.l%% I 

c mm*mm®vt=.M* ymwmmmm^x^ f:/?** f c ; 

CGM/HA-HM164) Jltim?? * ^ F £Bgl II T* ; 

^ftL/fe^^Sr^SilL/TgillDNA $/-?x:/-tJ— (Applied Biosystem Inc.fg ! 

I 

) fcitfTaq Dye terminator Cycle Sequencing kit (Applied Biosystem Inc. i 

[0 13 8] ! 
gfefl!! 16. C0S-7jfifflBBfc<fc#CH0 i!6Ag)h7>^7i^3> 
HAdtWJnC «B0l»^»ffiHM1.24ttJR©-att©»9Ife«*t6fe«>» t5f»» ■ 

^7^* KCGM/HA-HM164&XI/? h 0;Kl/-$/3 >&K<fc »JW&i:RH* (1MB ; 

HJ&0U4. C0S-7«^©h7>^7x^$/3>) ©&frTTHB$C00S-7 IHIfi<^ ! 

aembt. JS£» iV^bD#U-2/a>»«S4xfeiillBlillfa*. (t&K£ : 

ttfi|4) ^H*©*ftK:T6 HIH*#U 0JRL;MMLt»ttO.22*im:7-f ! 

- (MILLIPORE ») fcjfctt, 4 XrC*##Lfc. 

^[0139] 

HA^y^MMHM1.24mM$€^^S:^3itSfeS?)lC, Pad (New ; 

England Biolabs |g) T'ffifbbfcft* 0.7*7#n - ;b£^T4.7 kb^S: j 
MbT^fctt^lCLfcffjIB^^^^- (CGM/HA-HM164) £xWhn#l/ . 

-^symzkW&tmWi (mmmmm. cos-7M/v©h5>x7x^i/a : 

» 0&#TT*|TOCCHO DG44 $ (Urlaub, G et al., Cell (1983) 33(2 • 

) 405-412) Lfc. I 

JEfCltf^ (1MB£%015 ) mUClT. G418(GIBC0 BRLSS) ; 

[0140] . 

£M 17.%jU^f£ffi^fc-fr> F^fy? ELISA ! 
t>J$ (HJSM 7. #*±$|IS:J8nfc sandwich ELISA) fcRHBW&ftTfTofc; 
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1 Mg/ml ©ifiHAjftft (Boehringer Mannheim fg) &3-r 4 >?LtzZf U- h 

0 «|JIBK:J:6«ll±tS«:%©S: 100 n 1/well jfox.. 4 1CT? gfe 
frLfcfc, 1 itig/nl ©t SS«HM1.24ffift£3 ft*H©SPB*flS:fjv\ & 
TttClOO /i 1/well j6n*.T£fi'ri ©ra/SS-frf::. ftfrft. 500<M&ftf*Lfc7/I/ 
*U7*X77*— h IgG (BIOSOURCE ») SSItl $HS&j& 

Microplate reader (BIORADR) T*405 

nm~ 655 nm ©R^lt&aDS tfe. 
[0 14 1] 

*©e*, sinc^bfciife*;. c «gj»nisfa*iiJR«:S&s*fecos-7 *jb 

©8*±**&J§^T, t hS^HM1.24m*©Wia^**#^tlfc. CHO 

*«ffe>*ife. ir"&e>©aisA *©«ieR»t»3Rng/«i T*&ofc„ 

tO 1 4 2] 

»!Rt 6 fc & lc^44ftM ©S£ft & ffiHAffift i: * * v SffiHM . 
24Si*CJ:6*>K-f ELISAT'Jt^b, «lia«E©aiRS:f?ofc. ffiHAffifcfc 

1 Aig/ml tn-Hfe^U-h%^n9*>^lfeft. HA* $rftfc|nf»ttJ£JR 

Stt^e>ftv^©lf. SS&Jt«t 5*. 4 HI6HH& 

fe«ll/t«*Jilfc)S^. ZL*l&gi&lCT2 WIBl^f >^-Mfeft, 1 
A g/»l ©**5MHM1.24}fittj3J:tffc h S!f fctftHMl . 24*tflc & ftl^. . 
1 BM*M >*a*-M/fc. 7;i/*U7**7 7*-1?*«- , r¥ffifc MgG (BI 
OSOURCE »)-S:jD^ SfiTfl l*iaStSa-&feft, gST*#§ 
405 nm- 655 nm ©IR^S&T^ * □ 7*1/- h 'J -**- (BIORADgg) IC 

*©£*, G418CJ:*iiafi© , »RlCfc^T, g£ft©#frofc#l, #2, #21, # 
28©4 £ n->£jlA,£o 
[0 14 3] 

4 8 ajSE#¥l 1 -3 0 2 6 3 64 
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HflfeM 19. Western blotting j 

fcfEHtfc. ha* otitic «ffl»pr*a«tiRS:»«s*fc, j 

1 x 10 7 flOCOS-7 i(B|B£J:tJtG418-eaiRLfe4- ^n->©HA*yfWPC S« I 

n[*S!Stfi3S35CHO ffljB (#l: 1.2 x 10 7 fl, #2 : 1.5 xlO 7 ffl, #21 : 2.2 x j 

10 7 fi. #28 : 1.3 xlO 7 ®) fc-ftl-?*U 1uj££J£0!I12. ©£frTCT«l»J8 ! 

$%&i!igLf::. ! 

[0 14 4] | 

MS8«fcW«t6IBL ifflllS$:Jg#LTV>fcJg«±?f (COS-7 Sup., ; 

£ CHO Sup. #2 , #21 , #28 ) 5:0.22 n m©7 4 Jb9 - £iILT4 TJT?|ji#l/fc. ' 

i©**±?|20AiK.5X 2-*/b;fr:/hx*/-/i/fc£tM*>7>rtv:7r- ( : 

10X glycerol, 2% SDS, 0.25% ^DA7i;-^-l:*$t* 0.5 M Tris- I 
HC1 buffer, P H6.8) £10** 1 M*., 100 TC7?5 £WiO»Lfe. &«±*f20 j 

Hi lC^jStS«BKR©10~16ft©ilWJS»©«IS*j»« (COS-7 : 1 x 10 5 cell ; 
s , #2 : 5.4 x 10 4 , #21 : 1 x 10 5 , #28 : 5.9 x 10 4 ) &£&ffll&8jBfelO j 
ti l\Z 5% 2-^^*^H* / -^6*tff 77-5:5 a 1 Jd*., tH j 

[0145] 

^ S!fitK»«CHO ifflflS #C ©i&*±?f (#C Sup. ) 20* 1 5% 2-^jl/A7 , M ! 
* y -;i/££trtf>:/;w^y7 7-£lO/[i 1 BH*©*UIS:fTofc. £ti&£t&Si j 
UfcfcfrT (&JS0913. ) tCTV7X*iHM1.24^T-western blot^ftofci&S ; 

tfttffiSftfctf* ^U«tfcC ^|0l^nI^Mi5i;MM4m©iBM»lCftHM; 
l.24ift|g©«5»£&*ifcfrofe. i*i*»J Cjg©**<S«fefi!ll»tSii: , e. j 
*fflflS3i® £ h 5 v 7* 3 4lT ^ t HA#^D nJ^SHMl . 24*tM tt#*±» * fc £ j& 3 tl j 

±IB C«B!II»g»S«i:BjS*IBJ!S©**±»S:fflv^. #3l7ctt»T?SD ; 
S jK'J7*y;i/7S K«ft*»S:tfV\ Western blot&fjofelg*. C ttigflftpT ; 

49 titffMm 1 1 - 3 Oi 2 6 3 6 4 
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[0 14 6] 

Goto, T. et al. ( Blood (1994) 84, 1992-1930 IC|B«©#&£T, V^Xjji 
HMl.24=E ; * n -i-)m<km&'U 7V K-TfcHSLfc. 

■t h#l§ft#ilBS##lia*©^K^«KPC-32 (lxlO 7 fi) (Goto, T. e 
t al., Jpn. J. Clin. Hematol. (1991) 32, 1400 ) £BALB/CV?X (f-^-;i/ 

xvA-m) ®m%itiK6 mm&i*iz2 m-mbtz. 

[0 14 7] 

, 1.5 x 10 6 «©KPC-32fev9^©JIBrtlCftifUfc (Goto, T. et al., Tokus 
hima J. Exp. Med. (1990) 37, 89 ) . V?*fcB»bfcftK:J»RS:»ffiU Gr 
oth, de St. & Schreidegger©£& (Cancer Research (1981) 41, 3465 ) {C^ 
^*ffiUfc»HMfc$xn-"7»lfiSP2/0 fcllllftlStelctf Lfc. 
[0 14 8] 

KPC-32£f§^fcCell ELISA (Posner, M. R. et al., J. Immunol. Methods (1 
982) 48 , 23 ) ICfcU/W^y K-V#*±»#©ffift©** y-r-^y&ffo 
fe. 5 x 10 4 <@©KPC-32£50 ml ©PBS iCill, 96ft:/ 1/- h (U Jgg % Corn 
ing, Iwakig!) tC^aL37r^-ljfeJRftUfc. 1X9 J/jfifll 7;i/^5 y (BSA ) £ 
£t?PBS ^D9Hfeft, A>f^U K-T*§|±?f&ftIit41CK:T2 f$^>f> 

^paK-Mfe, r^^r% 4 Tcicri TO^btf^^-ifS^ftv^xigG * 

¥ffifc (Zymedgg) ftMCT30dlfflo-7 x- l/>^7 * >H 

K** (Sumitomo Bakelite g) ££JS3-frfc 0 
[0 14 9] 

2N«Eft"T?iRj£8:&±a-e, ELISA reader (Bio-Rad §g) T*492nm \Z&V Z>1&% 

fffi©aflSS^tc^ts^01x$:ELiSA tetany -->yufc. »tt©A>f^y F 

-vfcSflU S*©iWlfiK:>tftS£f&tt£7n--!M h 'J -TfH^fc. ft 

5 0 ffiiiE#¥ 11-3026364 



10-060613 



[0 15 0] 

t 1 ^ ?D7h^77-f h (Ampure PA , Amershamjgg) lC«t y Vtf^K* J: 
iJSItfc, fffSIftttti:. Quick Tag FITC|g6*v h V A 
SB) £ttffl-r63fckJ:*JFITCflS*Lfc. 

30©A>f^y K-v*0-:/tfg£*6*>>2n-:M/ffi{*#KP^ 
32fc±tfRPMI 8226 tRfohtz.. 9U-->y<D& itl £© >W 7 U K- V© 

[0 15 1] 

«T?*y, froRPMI 8226 KfttSCDC igftfe*** A-f ?y K-V*D->& 

®-9-y^77>S:> ? ? ZftSkWVi'?? XV (Zymed g{) fcJfl^fcEL 

ISA KlTifcJfeLfc. ifiHH1.24ffi#B:, I«G2a K ffl^7^llbt^. «EHM 

««*o<tfm*l TBI #3 IC, ^9 ^140K1FERM BP-5233£:LT 

[0 15 2] 
##0IJ2. EhgKMM.24ffift©fE18 
k hSftStHlll.24ffi#feTlI©#£fcJ: »j fffc. 
###|1 WKS4lfcA>f "/'J K-VHM1.24fr£>> ftSstCfcy^RNA 

to in*y v^jfiftv KtscDNA&sKy tfiiMfS (pcr 

) &fc«fctf5*-RACE gJCfcy. $*gUfc. vtfav IMEtrn-Ktaafi 
*&£trt)NA 3*1*>©DNA Hfitf 5 KpUC &9U--y>f 

***-£jM£U *»B3>fcTr>hiWJiac»AUT*Jl««ftlgtft(**l»fe 
. £©»R«»ttfr*>±IB75;*S K&fc, ^7X5 K*©cDNA3- K1H«©« 
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[0 15 3] 

. 1.24ttflcL ^fcJztfH g|©V KtScDNAfcHEF ALfc. 

fcSSfcffiim.24ffi#&#K*sfcfc^ CDR J: »; T * x^HMl . 

24ffift©V St: hm#^#«Ufe 0 fc hifi#©L HiiLTt hffiftREI 

©L*«:Bvv fchttttH*fcUT7I/-A9-*«* (FR) 1-3 iZo^T&t 
hffiftHG3 ©FR1-3 &J§VM*4 fCo^Tttfc hft#JH6 ©FR4 £jgv>fc 0 CDR & 

[0154] 

^©i^tCLTftflLfefc r*SfcffiHH1.24K#©L «£J:tfH «©»£*$:# 
AS«Kn»»«S*4fefttC, HEF ^**-{C, #*©»fc*feg!|4tc3AU 
hSftffiHH1.24ffift©L «£fettH *-fcfls»Lfc. 

«i!nil.24^S:S'4tS«B*S:ttfii / fc. LTfc&ftfcfc h 

MffcffiHHl .24}fift 0 t h ¥Ra*»Btt»ISBA©ffifC*££*Stt£ i ££H«?S 
ttfe. Cell ELISACTW^fc. *©!§£. t haft*ffiK1.24ffi#tt, 
fcH*©ffi]Ri££igtt8:£U £^Ct^>ftv^ftHMl.24ft#£ftv^ 

[0 1 5.5] 

fcfc, **5ffiHH1.24ffi#0L ftV flfljUsjitfH feV Kt&DHA & 

GtrfvZ^ K&£f £;fcft8tt. ^Escherichia coli DH5a (pUCl9-1.24L- 
g *) S3 J: ^Escherichia coli DH5a (pUC19-1.24H-g y 1) tlX. I^&ffi 

(««fto<«m*i T@i m ^ 8 

^29H(C, & 4r FERN BP-5646fc<fc tfFERM BP-5644^ LT7^* h**&JCS^t 
[0 15 6] 

*fe» t hgfctt!M1.24jfi#©L *V ffl$a A-*; 3 > (SW#^ : 17) fc<fc 

5 2 ffiIEl#¥ 11-3026364 



! 

i 
| 

0-0 6 0 6 1 3 | 

i 

m my i^r ?\-vsy (row** : is) &n- Kt *dna m^7^5 k | 

k%t&*BBte* ^Escherichia coli DH5a (pUC19-RVLa-AHM-gk ) fc<fctf j 

Escherichia coli DH5<* (pUC19-RYHr-AHM- gr 1) tbX. X£ftfffK£*X j 

^Xm«W« < tfrtnfcl TBI #3 C; ¥$8 *£8 ^29BC ! 

, &*FERM BP-5645fc<ktfFERM BP-5643il bT^^^X r***&£3S"5£ISieMM{ I 

stife. j 

[0 15 7] : 
tit. t hfift«tHM1.24«t#©H *V «s A-^a^ : 19) £3 \ 

-KtSDNA KSr^-f6*Mtt, Escherichis coli DH5a (pU | 

C19-RVHS-AHM- gr 1) tLX. l£ftffifc£*I#l£Stff8f&m (««*^ ; 
<tf*3Kl TBI §3 >%) \Z, «9 £ (1997^) 9 /§29H (CFERM BP-6127£b j 

[0 15 8] ; 
##M3 . HM1. 24giB(fe3-Kt&cDNAg)»n-->y ; 

■ ■ — | 

t h#«lll|jfi*l5RPMI 8226, U266&1 0 %^>&M?i (FBS j 
) fcSJnbfcRPMI 1 64 (G I BCO-BRL) KT**&*?V\ * j 

h#M»WftKPMM2 (^7-2 3 64 7 5) tt 2 0 %9 | 
*ftll/feRPMI 1 6 4 0«*JCT«f*t:ffofe. 
[0 15 9] j 
2) cDNA7^7y-« ; 

1 X 1 0 8 fl©KPMM2|fflJ!&«fc»J^*2/T>ife^7_->/*aft-fe^ , ?^ffi^ ! 
J: U£RN A&IMRU Fast Track mRNA Isolation Rit(lnvitrogen) fc^T | 
mRNA0*8Sfiofc. 1 0 fi gCDmRN A«fc *JNot I /oligo-dT lg (Time S j 
aver cDNA Synthesis Kit ; Pharmacia Biotech ) &#VnT c DN A Z^fcLfc ; 

i 

fc» EcoRI adapter&jftBUfe. 0. 7 kbp JgA_tOO c D N A £ 1 . 0%«&7 
^D-^XSigma) Sffl^T^IU Not ICTiftOpCOSl*! 

# _ Xtt>L E x C e 1 (Pharmacia Biotech ) 0)EcoR I /Not j 

i 

I site iCifAU W&ft%L9n-=.>!f (p a nn i n giCiSX* D--> ; 



#3£ 10-060613 



75 U- (5^:7*5 U-B) 
[0 16 0] 

fc fc, p C O S 1 »9K * * - ft, HEF-PMh-g r 1 (H082-19759#JK) # & , 
E coRISWSma IffifclC* »;«Sft$»fc-FfcSff»U EcoRI-Notl-B 
aaHI Adaptor (gjgJt) S:5t|gtS £ fcC J: »J #Hbfc„ 
[0 16 1] 
3) Panning 

. tfcfcfc, 2 0a g©^7X5 FDNA (5X 1 0 5 $©$&£* D-;/S:£*f 
) feO. 8ml(/D*fflfig (1 X 1 0 7 M/ml in PBS ) fcjR£U Gene Pulser (B 
io-Rad) II^Tl. 5kV, 2 5 0FD©&#CTXl/? I* n jKU-S/3 > feffo 
fc. SfilCTl 0 7>ia?MtLfcft, tt^0% FBSttDMEM (GIB 
CO-BRL) ClSb4tt©l 0 0mm^#x>f y*/a.C#tt3 7TCICT 7 2 B| 

[0 16 2] 

#*ftfflffifcy>M*f* (PBS) "Cffi^U 5«M EDTASr^tfPBS 
£iD;UIII&&!fl#U 5% FBS> O. 0 2% NaN 3 »PBSCtl- 

2x 1 o 6 ce\is/m\<DM&Mmmzm&itz. m^xmm\mnM 1 . 

^-fO^lfepanning^l^-h («) ±T? 2 tfHilHIU 71/- 
h£5% FBS. 0. 02% NaN 3 £^fc3ml©PB STfg^frC 3 HRjfe 
$Lfc. 7\s-b±lZ@GltzMffifrt>, Hir tfflM (Hitt J., M 

ol.Biol. 26 : 365-369, 1983 ) (0 . 6% SDS, 1 OmH EDTA) 
V*T79*3 KDNAfcEUKl/fc. MU:^^^ FD N A«*MftT*if "Pi 
U WpanninglCtffllfe, 
[0 16 3] 

Panning7U-h©HI!tt&©J:3fcl/TfTofc. 3«l©JftHMl.. 2 

4jfi{iM£$ (10 m g/ml in 5 OmM T r i s - HC 1 , pH9 . 5) & 6 0mm 
f^yS/a (Fa 1 c on) £filCT2B|ra$tiRU 0. 15M Na 

5 4 fflfiE#¥ 11-3026364 
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C 1 fCT3@!&#Lk&, 3ml©5% FBS, 1«M EDTA, 0. 0 2% ■ 
NaN 3 »PBS$:*B^> MKT 2l$rait1tl/7n v*>yfcf5ofe. , 
9^>y*?!!t*l»*l/feftp a nn i n g^l/- M*gjrr**T?- 2 0TCT*& \ 

[0 16 4] 

5xio 5 moytu-yk^Wyxs, (rJzf^v -a) & j 

WS^ltpanni n g 3 BfcyjgtifclC J: U> J»0. 9kbp 0cD; 
NA£>f hhLT&o75:** |?DNA#8!63ftfc. Dye Terminator C j 

ycle Sequencing Kit (Applied Biosystems ) ££}V^T 3 7 3 A t> U < &377DNA i 
Sequencer (Applied Biosystems) CJ: yttSBTOftfcfeffofclSMk *D-j 
>P3. 19141, 0 1 2bp©cDNA*e>J*y. 1 8 0 7 5. ) Wl*. 3 - Kt $ i 
r>^7l/-A (2 3 - 5 4 9) £j$o3 bfrt&^t- (0 j 
14&tf®15) (S!7!I#S : 16) . iOcDNA^y^SIStlftT^yKK^Jtt* ! 
-<^II©«S*>/^K:«tt»*«aiS:^U 2«ffi©Nfifl««£»&fc%LT i 

^fco : 

[0 16 5] i 

4) &fta*y-->y : 

5>f^5y-BligiHMl. 2 4ffi#£JSV*fcftfta*y--^2/$ r lC#Lfc. | 

tftt>^ i. 5x i o 5 m<z>igtfL>;u-yki£t}-77-v i 74 -f^v-zxm \ 

SNM5 2 2 (Pharmacia Biotech ) fc£lC*35±KMU 4 21CK:T3. 5 . 
BIHI&itbfc. -7\s-h±lZl OmM IPTGt«l/fe-fnt;i/; 

D-^7-f/I/*- (Schleicher S Schuel I) fcSfcu $ btC 3 7 ICtCT 3 B#B8i& j 
Filter ttO. 05%(v/v)Tween-2 O^iDTB S (2 i 
OmM Tris— HCl,pH7. 4 > 15 OmM N a C 1 ) 1%! 
(w/v) B SA&iDTB S 8: in*., gjg{CT 1 ERK h LT^U y , 

[0 16 6] 

^ny^P>m fitHMl. 2 4Wt (1 0/tg/il^^^^IiJt ! 

5 5 ffiliEit#¥ 11-3 0 '2 6 3 6 4 
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il U ftX 7 7 & ~ if^a-otfL V? X I gKlfitfi (picoBlue Immunoscreening kit; 
Stratagene) fcifflx., $ e>{C^{CT 1 B|®-f >*n/<- h Lfc. ftftilR&b 
feZiKyMiO. 3mg/ml- hn^lz-rh^^U^^ 0. 1 5mg/ml 5- 
-f U^- 4 ->7 UU- 3 - J > )]/tsZ7 su- h*-£tS%&%l& (1 OOnM 
Tr i s-HCl, PH9. 5, 100m« NaCl, 5mM MgCl 2 )£T& 

[0 16 7] 

0 . 1 9 0»#B8lfc-ifcLfc (016) . P3. 19 lit 

tt£ fettiffflla. hn-TlDIISJCftfll- SB ST- 2 (Ishikawa J. Genomics 
, 26 : 527-534, 1995 ) ©&gfB?!l£:ll-0&0>T*&6 3 ttfmbfrtttv fe. 

-a»;©^^y-->y«stj:»jH-o^tf#e>ti, ps. ls^a-Kts 

[0 16 8] 

&35. laiBthHMl. 2 4ti.R9>rt9fLtm-<omm*%*&Kh*>rt 
9 ten- mDNAfepUC<?#-(OXb a I «WaJffiiac#Abfe^5 
XS. Kp RS 3 8-pUC 1 9 &££1-S*Mt4Escherichia coli DH5 a ( 
PRS38-PUC19 ) fc*£Sft, ¥$5 (1 9 9 3) ^10| 5 BCX*S*K4* 
' I£I*g«59Bfei?T («*JRo < 1 T g 1 # 3 #) lC^f£#-f FERM 
B P — 4 4 3 4 i: LX, h&»K:3^S£BIR3Fi£S4VCV^. 
[0 16 9] 
5) FACS$#r 

P3. 1 9lC«fcoT3- KS*l**>A<*tfttfrlCffiHM 1. 2 4 }fi 
fcfc*g£t&0fr&*Bt*fc«>G, P3. l9&#ALfeCHOitSiISS 
ft&ISSLfc. tfcfcfc, P3. 1 9 )0-V^iH hDtfl/-^ 3 
»JCHOlBliSC#Abfcft, 5 0 0 /ig /d10G 4 18 (G I BCO-BRL) 
©#«TT*MU HM1. 2 4ffiE&SCHO»J&*«:$fe. 

[0 17 0]; 

1 X 1 0 6 fflCDttMJft&FACSttfftt (PBS (-) /2% FCS/0 

5 6 ifi!iE#¥ 11-3026364 
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. 1% NaN 3 ) CMU HM1. 2 4tt#fe*fclU 3 OaiBfifS 

tfc. FACSig*$Ti5fc&&, GAM-F I TC^JS (2 5 n g/ml in FA 
CStmW.', Becton Dickinson) TSIBWU 3 & ICft^T' 3 0 ^HfifS 
FACS«*?(fP2igft#tfe*. 6 0 0 <t l®FACS«««tffH»bFA 
CS c a n (Becton Dickinson) {CTiflUjj- btz, 
[0 17 1] 

£tt#IJBffi#fcLTUPCl OfcJB^fc. 
FACSif©^, P3. 1 9fc*AUfcCHO||JBttffiHMl! 2 4 ffift 
fcSK£l£Lfc0{c*fU □ > hn-;b©&a***-©#&$ALfcCHO||ll 
CI (CHO/NEO) Ttt**fc*g£«:B8>e>ftfcfrofc (017) . LfetfoT 
> P3. 1 9{C<fccTn- KStift* >rt*fttt#iHMl. 2 4 Jfi#£jg-&t.g> 

[0 17 2] 

6) fumm 

«8iattPBs (-) TZEft^i/feft. mmmwmm (5o»mm*-mj!> 

150 mM NaCl, 0. 5 -;!/«■*- h V A, 1% Nonide 

t P-40, 0. lig/nl7x-;b^^^^/*=.^/7^/3|-y F, :/a-r7-if|S^ 
MtiVr--)], [Boehringer Mannheim ) ) ftT'g^M^fcffK T$1&{tW&& 
TOfcH&ttffiHMl. 2 4«t#fe3>*;ay-htfcSepharo8e 4B£- 
XlCjD^fe. £ib& ifcjg^te S D S - P AG E (12% gel) C J: U£lt ! 
U PVDFRKl«?Ufc. PVDFRttffiHMl. 2 4ffi#, RUTPOD-anti 
-mouse IgGfc£jS$-&fcft. ECL^yh (Amersham) fcJB^Tttffife ; 

[0 173] 

KPMM2, RPMI 8 2 2 6&tfU 2 6 6 xn-^»JB«cttHM 1 | 

. 24ffiK£8<»s[u i*ie>©ais»»*%j/i:HMi. 2 4 »i#-eftffitt» j 

fc, ^fi*'^2 9-3 3kDa 0^>A-^jb'#M^^ffi$tlfe (018) i 
. P3. 1 9 fr«AbfeCHO«Uft«c (CHO/HM) ICEwCfcHflUfcimifc I 
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(018, l/->4) , fB^i^-pCOS l(0*^iAlfcn>h 
n-MWB (CHO/NEO) -Ctt--t©J:-5*^ft«:ft««:«»S*ift*(»ofc ( 
018, 5) „ 

[0 174] 

P3. 1 9ttl 8 073 1 9. 8kDa ©* £ □ 

-KLTfc»J, 2#Br©Ng!«M^£^-7##4tTVt* (H14) o fitoT 

»vwcj:6 3i:««*iL&*ife. «, ^«t»»#SS[a©i/^f'>i:»-&tSi 

[0 17 5] 

[f8tE©3frH] 

24»t*&*&500 pg/ml *-CttHJXttfflftt63i:^ffiT**. 3*l£T\ Cell 
Elisa tlOng/ml *Tb^*ffiXttilllfiTSft^t)fcBr*ttHlI1.24giK^>/< 

^Hxtt»tHMi.24«i#s:Wiaa[-eaatc, bfrfc**©**ft**£ifi*ica£i- 

*^^©^ftHM1.24mM^>/^KSLO :: ?-ti$:n-KtSDNA tt. ft 
HM1.24fii#Xtt^ri8ttHM1.24fiiK*>^i' Jt©aftt*^T*MT?*«. 

[0 17 6] 
S^J*©SW! 

KWf: ltt, Br*ttHM1.24mW*>^^R©«Btt^K^>f >©7$y»s 

2 ft, U-^-IE^lJ, FUG^^Kfttf^ttHM1.24fiijadt>/^ 
K^?>^Sg6^gBg©7$yi?@H^JS.O : ^SE?iJI:^t. lft©Met frP> l 8 
&©His *TfttU-4f-iJJ(n?*«. 2 0fi©As P fr£2 7&©Lys £T*ttFLAG 
l^f-KT?**. 2 8&©Gly fc £0 2 9 &©Thr tty>3b-7»»*. 
[0 17 7] 

BR©7$;BKWfttf«SRiai£a*1-. 1 &©Tyr • 9&©Ala tT-ttHA^ 

5 8 ffiSE#¥ 11-302 
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y^KT*&6o 2 8&©Gly £ J;tf 2 9&©Thr »iU>*-Tf&6. 

^«^e)ft*»^Steft©75^KiI?!l&tfttl6SJ!I«:wt. l&©Tyr fr£>.9 
&©Ala *TttHA^^f-KTfe*. 2 8fi©Gly 2 9&©Thr ttU>*- 

[0 17 8] 

BBfll#* : 5 tt, fc£ LfcCGM/HAOttSKfllfttfHA*?*- K©7§ ^ 
St. l&©Tyr fr£>9&©Ala * T? ttHA* KT&S. 

mm%: 6tt. »j£bfcCGM/HA-HM164©75yRB!?«J*J:tfSISSl?!IS:S , r 
. l(i©Met *»e>2 0ffi©Cys *-etiU-if-aW"C*5. 2 2&©Tyrfr*>3 
0&©Ala ^T'ttHA'*^ FT*&& = 3 1 &©Gly 33 <fc 3 2&©Thr ttU>* 
-•Cftft. 3 3&©Asn ^615 l&©Ala £T*ttC 5fc*&K£S*fcprigttHll 
1.24jfiJR*://t*jre*6. 



7«u 75>f^-aiV/L ©SgffiaifcaVr. 
8tt, 7v>fV-BGH-l ©ttHiBja&St. 

[0 17 9] 

B!7!I«: 1 ltt. ^^>fV-Sol-3 ©ftgEfllfcaS*. 

@B»^ : 13tt, 12 », U - #-K*iJ&tfFLAG'W KKfllfcStf^&DIi 
A *7©*»^#©&SSi#l&a*1-. 

t. 

@B?(J##: 1 5tt, HA^7^ WJ££fr£$DNA ^7©=&e>-£©i&aiB?!! 
[0 18 0] 

KW#*: 16(is i»Hfi!|)t±tC»33It«k hHM.24ffiJ8( *>/?*«© 7$ JU 



Mi 
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KWfc*tf*aSK*!l«:jSt. 

: Hit t hSMHM1.24iftft0L J|V A-$? 3 >07 5 ) 

gtf'J#^ : 1 9 It, \L bSfcffiBH1.24ffi#©H gV ;t-^a>©T^y 
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[0 18 1] 

mm) 

SE?IJ## : 1 
ge?!)©^$ : 3 9 9 

mm : 

WJ©TO: cDNA 
0 IB?!! 

AAC AGC GAG GCC TGC CGG GAC GGC CTT CGG GCA GTG ATG GAG TGT CGC 48 

Asn Ser Glu Ala Cys Arg Asp Gly Leu Arg Ala Val Met Glu Cys Arg 

1 5 10 15 

AAT GTC ACC CAT CTC CTG CAA CAA GAG CTG ACC GAG GCC CAG AAG GGC 96 

Asn Val Thr His Leu Leu Gin Gin Glu Leu Thr Glu Ala Gin Lys Gly 

20 25' 30 

TTT CAG GAT GTG GAG GCC CAG GCC GCC ACC TGC AAC CAC ACT GTG ATG 144 

Phe Gin Asp Val Glu Ala Gin Ala Ala Thr Cys Asn His Thr Val Met 

35 40 45 

^ GCC CTA ATG GCT TCC CTG GAT GCA GAG AAG GCC CAA GGA CAA AAG AAA 192 

Ala Leu Met Ala Ser Leu Asp Ala Glu Lys Ala Gin Gly Gin Lys Lys 

50 55 60 

GTG GAG GAG CTT GAG GGA GAG ATC ACT ACA TTA AAC CAT AAG CTT CAG 240 

Val Glu Glu Leu Glu Gly Glu He Thr Thr Leu Asn His Lys Leu Gin 

65 70 75 80 

GAC GCG TCT GCA GAG GTG GAG CGA CTG AGA AGA GAA AAC CAG GTC TTA 288 

Asp Ala Ser Ala Glu Val Glu Arg Leu Arg Arg Glu Asn Gin Val Leu 

85 90 95 
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AGC GTG AGA ATC GCG GAC AAG AAG TAC TAC CCC AGC TCC CAG GAC TCC 336 
Ser Val Arg He Ala Asp Lys Lys Tyr Tyr Pro Ser Ser Gin Asp Ser 

100 105 110 

AGC TCC GCT GCG GCG CCC CAG CTG CTG ATT GTG CTG CTG GGC CTC AGC 384 
Ser Ser Ala Ala Ala Pro Gin Leu Leu He Val Leu Leu Gly Leu Ser 

115 120 125 

GCT CTG CTG CAG TGA 399 
Ala Leu Leu Gin 
130 
[0 18 2] 
ffi*l## : 2 
m$}®&2 : 5 1 0 
ffi#l©S : ttflft 
mom : -*« 

MW^M: cDNA 

mm 

GAATTCCCAC C ATG GGA TGG AGC TGT ATC ATC CTC TTC TTG GTA GCA 47 
Met Gly Trp Ser Cys He He Leu Phe Leu Val Ala 
1 5 10 

ACA GCT ACA GGT GTC CAC TCC GAC TAC AAA GAC GAT GAC GAT AAA GGT 95 
Thr Ala Thr Gly Val His Ser Asp Tyr Lys Asp Asp Asp Asp Lys Gly 

15 20 25 

ACC AAC AGC GAG GCC TGC CGG GAC GGC CTT CGG GCA GTG ATG GAG TGT 143 
Thr Asn Ser Glu Ala Cys Arg Asp Gly Leu Arg Ala Val Met GIu Cys 

30 35 40 

CGC AAT GTC ACC CAT CTC CTG CAA CAA GAG CTG ACC GAG GCC CAG AAG 191 
Arg Asn Val Thr His Leu Leu Gin Gin Glu Leu Thr Glu Ala Gin Lys 
45 50 55 60 

6 2 ffiE#¥ 11-3026364 
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GGC TTT CAG GAT GTG GAG GCC CAG GCC GCC ACC TGC AAC CAC ACT GTG 239 
Gly Phe Gin Asp Val Glu Ala Gin Ala Ala Thr Cys Asn His Thr Val 

65 70 75 

ATG GCC CTA ATG GCT TCC CTG GAT GCA GAG AAG GCC CAA GGA CAA AAG 287 
Met Ala Leu Met Ala Ser Leu Asp Ala Glu Lys Ala Gin Gly Gin Lys 

80 85 90 

AAA GTG GAG GAG CTT GAG GGA GAG ATC ACT ACA TTA AAC CAT AAG CTT 335 
Lys Val Glu Glu Leu Glu Gly Glu He Thr Thr Leu Asn His Lys Leu 

95 100 105 

CAG GAC GCG TCT GCA GAG GTG GAG CGA CTG AGA AGA GAA AAC CAG GTC 383 
Gin Asp Ala Ser Ala Glu Val Glu Arg Leu Arg Arg Glu Asn Gin Val 

110 115 120 

TTA AGC GTG AGA ATC GCG GAC AAG AAG TAC TAC CCC AGC TCC CAG GAC 431 
Leu Ser Val Arg lie Ala Asp Lys Lys Tyr Tyr Pro Ser Ser Gin Asp 
125 130 135 140 

TCC AGC TCC GCT GCG GCG CCC CAG CTG CTG ATT GTG CTG CTG GGC CTC 479 
Ser Ser Ser Ala Ala Ala Pro Gin Leu Leu He Val Leu Leu Gly Leu 

145 150 155 

AGC GCT CTG CTG CAG TGAGATCCCA GGATCC 510 
Ser Ala Leu Leu Gin 
160 

[0 18 3] 

mm^ : 3 

myxo&z : 4 4 5 

mom : -*« 

mnvwm: cdna 
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TAC CCA TAC GAC GTC CCA GAC TAC GCT GGT ACC AAC AGC GAG GCC TGC 48 
Tyr Pro Tyr Asp Val Pro Val Tyr Ala Gly Thr Asn Ser Glu Ala Cys 

15 10 15 

CGG GAC GGC CTT CGG GCA GTG ATG GAG TGT CGC AAT GTC ACC CAT CTC 96 
Arg Asp Gly Leu Arg Ala Val Met Glu Cys Arg Asn Val Thr Bis Leu 

20 25 30 

CTG CAA CAA GAG CTG ACC GAG GCC CAG AAG GGC TTT CAG GAT GTG GAG 144 
Leu Gin Gin Glu Leu Thr Glu Ala Gin Lys Gly Phe Gin Asp Val Glu 

35 40 45 

GCC CAG GCC GCC ACC TGC AAC CAC ACT GTG ATG GCC CTA ATG GCT TCC 192 
Ala Gin Ala Ala Thr Cys Asn His Thr Val Met Ala Leu Met Ala Ser 

50 55 60 

CTG GAT GCA GAG AAG GCC CAA GGA CAA AAG AAA GTG GAG GAG CTT GAG 240 
Leu Asp Ala Glu Lys Ala Gin Gly Gin Lys Lys Val Glu Glu Leu Glu 
65 70 75 80 

GGA GAG ATC ACT ACA TTA AAC CAT AAG CTT CAG GAC GCG TCT GCA GAG 288 
Gly Glu He Thr Thr Leu Asn His Lys Leu Gin Asp Ala Ser Ala Glu 

85 90 95 

GTG GAG CGA CTG AGA AGA GAA AAC CAG GTC TTA AGC GTG AGA ATC GCG 336 
Val Glu Arg Leu Arg Arg Glu Asn Gin Val Leu Ser Val Arg lie Ala 

100 105 110 

GAC AAG AAG TAC TAC CCC AGC TCC CAG GAC TCC AGC TCC GCT GCG GCG 384 
Asp Lys Lys Tyr Tyr Pro Ser Ser Gin Asp Ser Ser Ser Ala Ala Ala 

115 120 125 

CCC CAG CTG CTG ATT GTG CTG CTG GGC CTC AGC GCT CTG CTG CAG 429 
Pro Gin Leu Leu lie Val Leu Leu Gly Leu Ser Ala Leu Leu Gin 

130 135 140 

TGAGATCCCA GGATCC 445 
[0 18 4] 

6 4 1 1-3026364 
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E8I** : 4 

E#J®££ : 3 8 7 
Wffl<J>& • £8 
mm : -*<ft 

E?!I©liS : cDNA 

TAC CCA TAC GAC GTC CCA GAC TAC GCT GGT ACC AAC AGC GAG GCC TGC 48 

Tyr Pro Tyr Asp Val Pro Val Tyr Ala Gly Thr Asn Ser Glu Ala Cys ' 

1 5 10 15 

CGG GAC GGC CTT CGG GCA GTG ATG GAG TGT CGC AAT GTC ACC CAT CTC 96 

Arg Asp Gly Leu Arg Ala Val Met Glu Cys Arg Asn Val Thr His Leu 

20 25 30 

CTG CAA CAA GAG CTG ACC GAG GCC CAG AAG GGC TTT CAG GAT GTG GAG 144 

Leu Gin Gin Glu Leu Thr Glu Ala Gin Lys Gly Phe Gin Asp Val Glu 

35 40 45 

GCC CAG GCC GCC ACC TGC AAC CAC ACT GTG ATG GCC CTA ATG GCT TCC 192 

Ala Gin Ala Ala Thr Cys Asn His Thr Val Met Ala Leu Met Ala Ser 

50 55 60 

CTG GAT GCA GAG AAG GCC CAA GGA CAA AAG AAA GTG GAG GAG CTT GAG 240 

Leu Asp Ala Glu Lys Ala Gin Gly Gin Lys Lys Val Glu Glu Leu Glu 

65 70 75 80 

GGA GAG ATC ACT ACA TTA AAC CAT AAG CTT CAG GAC GCG TCT GCA GAG 288 

Gly Glu He Thr Thr Leu Asn His Lys Leu Gin Asp Ala Ser Ala Glu 

85 90 95 

GTG GAG CGA CTG AGA AGA GAA AAC CAG GTC TTA AGC GTG AGA ATC GCG 336 

Val Glu Arg Leu Arg Arg Glu Asn Gin Val Leu Ser Val Arg He Ala 

100 105 110 



10-060613 



GAC AAG AAG TAC TAC CCC AGC TCC CAG GAC TCC AGC TCC GCT 378 
Asp Lys Lys Tyr Tyr Pro Ser Ser Gin Asp Ser Ser Ser Ala 
115 120 125 

TGAGGATCC 

387 

[0 18 5] 
: 5 

SBKI©^$ : 8 5 

mm : 

: c DNA 

mm 

CTCTGGCTCC CAGGTGCACG ATGTGCA TAC CCA TAC GAC GTC CCA GAC TAC 51 

Tyr Pro Tyr Asp Val Pro Val Tyr 
1 5 

r 

GCT GGTACCAAGG TGGAAATCAA ACGTACGGAA T 85 
Ala 

^ [0 18 6] 

@E#J## : 6 
®>W&Z : 5 3 5 

mm : -*« 

E#l©fflB : c DN A 

mi 

AGATCTCTCA CC ATG AGG GTC CCC GCT CAG CTC CTG GGG CTC CTG CTG 48 
Met Arg Val Pro Ala Gin Leu Leu Gly Leu Leu Leu 
1 5 10 

6 6 ai!I#¥ 11-3026364 
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CTC TGG CTC CCA GGT GCA CGA TGT GCA TAC CCA TAC GAC GTC CCA GAC 96 

Leu Trp Leu pro Gly Ala Arg Cys Ala Tyr Pro Tyr Asp Val Pro Val 

15 20 25 

TAC GCT GGT ACC AAC AGC GAG GCC TGC CGG GAC GGC CTT CGG GCA GTG 144 

Tyr Ala Gly Thr Asn Ser Glu Ala Cys Arg Asp Gly Leu Arg Ala Val 

30 35 40 

ATG GAG TGT CGC AAT GTC ACC CAT CTC CTG CAA CAA GAG CTG ACC GAG 192 

Met Glu Cys Arg Asn Val Thr His Leu Leu Gin Gin Glu Leu Thr Glu 

45 50 55 60 

GCC CAG AAG GGC TTT CAG GAT GTG GAG GCC CAG GCC GCC ACC TGC AAC 240 

Ala Gin Lys Gly Phe Gin Asp Val Glu Ala Gin Ala Ala Thr Cys Asn 

65 70 75 

CAC ACT GTG ATG GCC CTA ATG GCT TCC CTG GAT GCA GAG AAG GCC CAA 288 

His Thr Val Met Ala Leu Met Ala Ser Leu Asp Ala Glu Lys Ala Gin 

80 85 90 

GGA CAA AAG AAA GTG GAG GAG CTT GAG GGA GAG ATC ACT ACA TTA AAC 336 

Gly Gin Lys Lys Val Glu Glu Leu Glu Gly Glu lie Thr Thr Leu Asn 

95 100 105 

CAT AAG CTT CAG GAC GCG TCT GCA GAG GTG GAG CGA CTG AGA AGA GAA 384 

His Lys Leu Gin Asp Ala Ser Ala Glu Val Glu Arg Leu Arg Arg Glu 

110 115 120 

AAC CAG GTC TTA AGC GTG AGA ATC GCG GAC AAG AAG TAC TAC CCC AGC 432 

Asn Gin Val Leu Ser Val Arg He Ala Asp Lys Lys Tyr Tyr Pro Ser 

125 130 135 140 

TCC CAG GAC TCC AGC TCC GCT TGAGGATCCT ATGGTTACCA ACTACCTAGA 483 

Ser Gin Asp Ser Ser Ser Ala 
145 

CTGGATTCGT GACAACATGC GGCCGTGATA TCTACGTATG ATCAGCCTCG AC 535 
[0 1 8 7] 
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: 7 

E*0©*$ : 2 0 
H©i£ : -#« • 
KJ0©»H:£J*DNA 

GGCCGCATGT TGTCACGAAT 2C 
[0 18 8] 
SJ!I## : 8 
KJ9©ft3 : 2 0 

kw©s : n 
mm : -#« 

IBJ!l©aS: £j*DNA 

ATCGCCTGGA GACGCCATCA 20 

[0 18 9] 
@H#I## : 9 
ffl#l©*$ : 2 7 
EJQ©S : ttflfe 
$©& : -*« 

@H#I©«$I : ■p^DNA 

TAAAGGTACC AACAGCGAGG CCTGCCG 27 

[0 19 0] 
Itf'J#^ : 1 0 
EW©£S : 2 8 



aiSE#¥ 11-3026364 
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mom : -#« 

K?!I©fflB:£J*DNA 

CTGCTGCAGT GAGATCCCAG GATCCATA 
[0 19 1] 

m?m% : 1 1 

B2?'J©:S$ : 3 0 

CAGGACTCCA GCTCCGCTTG AGGATCCTAT 

[0 19 2] 
B#l#*§: : 1 2 
K#l0fi3 : 1 0 6 

mwom : &flt 

®SK : -*« 

AATTCCCACC ATGGGATGGA GCTGTATCAT CCTCTTCTTG GTAGCAACAG CTACAGGTGT 
CCACTCCGAC TACAAAGACG ATGACGATAA AGGTACCGCG GCCGCG 

[0 19 3] 
gB?[J#^ : 1 3 
ffijlj©^^ : 106 
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GATCCGCGGC CGCGGTACCT TTATCGTCAT CGTCTTTGTA GTCGGAGTGG . ACACCTGTAG 60 
CTGTTGCTAC CAAGAAGAGG ATGATACAGC TCCATCCCAT GGTGGG 106 
[0 19 4] 

1 4 

mPlO&Z : 3 7 

mmm •. 

:MDNA 

GTGCATACCC ATACGACGTC CCAGACTACG CTGGTAC 37 
[0 19 5] 
BB5fl## : 1 5 
KJ0®£$ : 3 6 

«®R : -** 

EM 

CAGCGTAGTC TGGGACGTCG TATGGGTATG CACATC 36 
[0 19 6] 
IB?'J#-f : 1 6 
mfl<7>%.2 : 1014 

-*» 

7 0 1 1-3026364 



I 
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i 

i 
i 

GAATTCGGCA CGAGGGATCT GG ATG GCA TCT ACT TCG TAT GAC TAT TGC 49 ; 

i 

Met Ala Ser Thr Ser Tyr Asp Tyr Cys ! 
,15 
AGA GTG CCC ATG GAA GAC GGG GAT AAG CGC TGT AAG CTT CTG CTG GGG 97 : 
Arg Val Pro Met Glu Asp Gly Asp Lys Arg Cys Lys Leu Leu Leu Gly 
10 15 20 25 

ATA GGA ATT CTG GTG CTC CTG ATC ATC GTG ATT CTG GGG GTG CCC TTG 145 1 
He Gly He Leu Val Leu Leu lie lie Val He Leu Gly Val Pro Leu ; 

30 35 40 : 

ATT ATC TTC ACC ATC AAG GCC AAC AGC GAG GCC TGC CGG GAC GGC CTT 193 '. 
He He Phe Thr He Lys Ala Asn Ser Glu Ala Cys Arg Asp Gly Leu ; 

45 50 55 

CGG GCA GTG ATG GAG TGT CGC AAT GTC ACC CAT CTC CTG CAA CAA GAG 241 ; 
Arg Ala Val Met Glu Cys Arg Asn Val Thr His Leu Leu Gin Gin Glu ; 

60 65 70 ; 

CTG ACC GAG GCC CAG AAG GGC TTT CAG GAT GTG GAG GCC CAG GCC GCC 289 : 
Leu Thr Glu Ala Gin Lys Gly Phe Gin Asp Val Glu Ala Gin Ala Ala j 
75 80 85 ! 

ACC TGC AAC CAC ACT GTG ATG GCC CTA ATG GCT TCC CTG GAT GCA GAG 337 
Thr Cys Asn His Thr Val Met Ala Leu Met Ala Ser Leu Asp Ala Glu 
90 95 100 105 • 

AAG GCC CAA GGA CAA AAG AAA GTG GAG GAG CTT GAG GGA GAG ATC ACT 385 
Lys Ala Gin Gly Gin Lys Lys Val Glu Glu Leu Glu Gly Glu lie Thr 
110 115 120 



^^^^^^^J^^yg^L^^^^ 6 3 6 4 
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ACA TTA AAC CAT AAG CTT CAG GAC GCG TCT GCA GAG GTG GAG CGA CTG 433 
Thr Leu Asn His Lys Leu Gin Asp Ala Ser Ala Glu Val Glu Arg Leu 

125 130 135 

AGA AGA GAA AAC CAG GTC TTA AGC GTG AGA ATC GCG GAC AAG AAG TAC 481 
Arg Arg Glu Asn Gin Val Leu Ser Val Arg He Ala Asp Lys Lys Tyr 

140 145- 150 

TAC CCC AGC TCC CAG GAC TCC AGC TCC GCT GCG GCG CCC CAG CTG CTG 529 
Tyr Pro Ser Ser Gin Asp Ser Ser Ser Ala Ala Ala Pro Gin Leu Leu 

155 160 165 

ATT GTG CTG CTG GGC CTC AGC GCT CTG CTG CAG TGAGATCCCA GGAAGCTGGC 582 
lie Val Leu Leu Gly Leu Ser Ala Leu Leu Gin 
170 175 180 

ACATCTTGGA AGGTCCGTCC TGCTCGGCTT TTCGCTTGAA CATTCCCTTG ATCTCATCAG 642 
TTCTGAGCGG GTCATGGGGC AACACGGTTA GCGGGGAGAG CACGGGGTAG CCGGAGAAGG 702 
GCCTCTGGAG CAGGTCTGGA GGGGCCATGG GGCAGTCCTG GGTGTGGGGA CACAGTCGGG 762 
TTGACCCAGG GCTGTCTCCC TCCAGAGCCT CCCTCCGGAC AATGAGTCCC CCCTCTTGTC 822 
TCCCACCCTG AGATTGGGCA TGGGGTGCGG TGTGGGGGGC ATGTGCTGCC TGTTGTTATG 882 
GGTTTTTTTT GCGGGGGGGG TTGCTTTTTT CTGGGGTCTT TGAGCTCCAA AAAAATAAAC 942 
ACTTCCTTTG AGGGAGAGCA CACCTTAAAA AAAAAAAAAA AAAAAAAAAA AAAAAAATTC 1002 
GGGCGGCCGC CA 1014 
[0 19 7] 

m?m% : 1 7 

@J#|0JI$ : 3 7 9 
WP\0)UM : c DN A 
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ATG GGA TGG AGC TGT ATC ATC CTC TCC TTG GTA GCA ACA GCT ACA GGT 48 
Met Gly Trp Ser Cys lie He Leu Ser Leu Val Ala Thr Ala Thr Gly 

-15 -10 -5 

GTC CAC TCC GAC ATC CAG ATG ACC CAG AGC CCA AGC AGC CTG AGC GCC 96 
Val His Ser Asp lie Gin Met Thr Gin Ser Pro Ser Ser Leu Ser Ala 

-11 5 10 

AGC GTG GGT GAC AG A GTG ACC ATC ACC TGT A AG GCT AGT CAG GAT GTG 144 
Ser Val Gly Asp Arg Val Thr He Thr Cys Lys Ala Ser Gin Asp Val 

15 20 25 

AAT ACT GCT GTA GCC TGG TAC CAG CAG AAG CCA GGA AAG GCT CCA AAG 192 
Asn Thr Ala Val Ala Trp Tyr Gin Gin Lys Pro Gly Lys Ala Pro Lys 
30 35 40 45 

CTG CTG ATC TAC TCG GCA TCC AAC CGG TAC ACT GGT GTG CCA AGC AGA 240 
Leu Leu He Tyr Ser Ala Ser Asn Arg Tyr Thr Gly Val Pro Ser Arg 

50 55 60 

TTC AGC GGT AGC GGT AGC GGT ACC GAC TTC ACC TTC ACC ATC AGC AGC 288 
Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Phe Thr He Ser Ser 

65 70 75 

CTC CAG CCA GAG GAC ATC GCT ACC TAC TAC TGC CAG CAA CAT TAT AGT 336 
Leu Gin Pro Glu Asp lie Ala Thr Tyr Tyr Cys Gin Gin His Tyr Ser 

80 85 90 

ACT CCA TTC ACG TTC GGC CAA GGG ACC AAG GTG GAA ATC AAA C 379 
Thr Pro Phe Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
95 100 105 

[0 19 8] 

: 1 8 
IH^JO^S : 4 1 8 

mnom : mm 
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MPIOMM : cDNA 

mm 

ATG GAC TGG ACC TGG AGG GTC TTC TTC TTG CTG GCT GTA GCT CCA GGT 48 
Met Asp Trp Thr Trp Arg Val Phe Phe Leu Leu Ala Val Ala Pro Gly 

-15 -10 -5 

GCT CAC TCC CAG GTG CAG CTG GTG CAG TCT GGG GCT GAG GTG AAG AAG 96 
Ala His Ser Gin Val Gin Leu Val Gin Ser Gly Ala Glu Val Lys Lys 

-11 5 10 

CCT GGG GCC TCA GTG AAG GTT TCC TGC AAG GCA TCT GGA TAC ACC TTC 144 
Pro Gly Ala Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

15 20 25 

ACT CCC TAC TGG ATG CAG TGG GTG CGA CAG GCC CCT GGA CAA GGG CTT 192 
Thr Pro Tyr Trp Met Gin Trp Val Arg Gin Ala Pro Gly Gin Gly Lea 
30 35 40 45 

GAG TGG ATG GGA TCT ATT TTT CCT GGA GAT GGT GAT ACT AGG TAC AGT 240 
Glu Trp Met Gly Ser He Phe Pro Gly Asp Gly Asp Thr Arg Tyr Ser 

50 55 60 

CAG AAG TTC AAG GGC AGA GTC ACC ATG ACC GCA GAC AAG TCC ACG AGC 288 
Gin Lys Phe Lys Gly Arg Val Thr Met Thr Ala Asp Lys Ser Thr Ser 

65 70 75 

ACA GCC TAC ATG GAG CTG AGC AGC CTG AGA TCT GAG GAC ACG GCC GTG 336 
Thr Ala Tyr Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val 

80 85 90 

TAT TAC TGT GCG AGA GGA TTA CGA CGA GGG GGG TAC TAC TTT GAC TAC 384 
Tyr Tyr Cys Ala Arg Gly Leu Arg Arg Gly Gly Tyr Tyr Phe Asp Tyr 

95 100 105 

TGG GGG CAA GGG ACC ACG GTC ACC GTC TCC TCA G 418 
Trp Gly Gin Gly Thr Thr Val Thr Val Ser Ser 
110 115 120 

7 4 aifIE#¥ 1 1-3026364 
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[0 19 9] 
ffi*!l#* : 1 9 

ffiW0>%2 : 4 1 8 

WWUM : cDNA 
WM 

ATG GAC TGG ACC TGG AGG GTC TTC TTC TTG CTG GCT GTA GCT CCA GGT 48 
Met Asp Trp Thr Trp Arg Val Phe Phe Leu Leu Ala Val Ala Pro Gly 

-15 -10 -5 

GCT CAC TCC CAG GTG CAG CTG GTG CAG TCT GGG GCT GAG GTG AAG AAG 96 
Ala His Ser Gin Val Gin Leu Val Gin Ser Gly Ala Glu Val Lys Lys 

-11 5 10 

CCT GGG GCC TCA GTG AAG GTT TCC TGC AAG GCA TCT GGA TAC ACC TTC 144 
Pro Gly Ala Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

15 20 25 

ACT CCC TAC TGG ATG CAG TGG GTG CGA CAG GCC CCT GGA CAA GGG CTT 192 
Thr Pro Tyr Trp Met Gin Trp Val Arg Gin Ala Pro Gly Gin Gly Leu 
30 35 40 45 

GAG TGG ATG GGA TCT ATT TTT CCT GGA GAT GGT GAT ACT AGG TAC AGT 240 
Glu Trp Met Gly Ser He Phe Pro Gly Asp Gly Asp Thr Arg Tyr Ser 

50 55 60 

CAG AAG TTC AAG GGC AGA GTC ACC ATC ACC GCA GAC AAG TCC ACG AGC 288 
Gin Lys Phe Lys Gly Arg Val Thr He Thr Ala Asp Lys Ser Thr Ser 

65 70 75 

ACA GCC TAC ATG GAG CTG AGC AGC CTG AGA TCT GAG GAC ACG GCC GTG 336 
Thr Ala Tyr Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val 
80 85 90 
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TAT TAC TGT GCG AGA GGA TTA CGA CGA GGG GGG TAC TAC TTT GAC TAC 384 
Tyr Tyr Cys Ala Arg Gly Leu Arg Arg Gly Gly Tyr Tyr Phe Asp Tyr 

95 100 105 

TGG GGG CAA GGG ACC ACG GTC ACC GTC TCC TCA G 418 
Trp Gly Gin Gly Thr Thr Val Thr Val Ser Ser 
110 115 120 
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mi) i 

[H2] , 

BI2&. HA^y#iD«ttmMS:fflV^c sandwich ELISAfcfca**«aB"e&<& | 

i 

o ! 

[S3] ! 
®3tt, HA*y^ftlnr*tt«i«S:-iatttC««S-&fcC0S-7 »US©»*±»fe j 
JgV^sandwich ELISA&fCfcttS hM«HM1.24fii^©TOft^5:^t ^5 7 | 

[H4] 1 

^fcsandwich ELISAfclCfcttSfc hSftgiHMl.24fii#©efl6iailS:^1- 7T' ! 

CH5] ; 

H5tt, HA#ytf»TJ8ttiffcE&ffi^fesandiiich ELISA*ICT**53!#iHHl. i 

7T*$>&. j 
[06] 

06tt, HA*?tfilIT^ttffiIC$:J8V*fcsandiiich ELISA&lCfc^T. thSltj 
ffiHM1.24jfi#tt* * ^SffiHHl .24jfitt£ 08 K ttf- >^itv ? T-ffiHMl .24ffift | 

j 

©HA^^#«^ttM^©^5:a«#W(CPI§tTV^-&3i:?:^t^v7 ; 

IS 7] ! 
EJ7tt, HAdt^jDi?»tt«tJRS:^j£4S-&feCH0 MfcE^tFCM ^*ftC ; 
fc^T, Vtf*ffiHM1.24ffift (£¥#©A°*;i/) , ftHAjfift (£¥#©A'*;i/) j 

i 



Sftsf. 1 0-0 6 0 6 1 3 



LT5 nMOMTX T'iS^LfcCHO *ffl«T'&5. 
[08] 

msit. ha* vmm&mzgfem&z-etzcm Mm^^^m±mis^ 

T$XHM1.24#irtMC<J:£ western blot£ftV\ HM1.24}/i;M£&ai Lfc*SJH&*1- 
SS^ffl^XT'fe-Sc fcfc. #lttG418T*^bfcCH0 «B«> #A, #B, #Ctt#liffl 

ttHM1.24Jft]R©l§tt 3> Ma-/I/T*6. 
[09] 

fcJ:tf*ffi»*»«:a7C^J»feJ:^*a7C^J»K:TSDS-*U7ir V;i/75 Ktf/b 
«ft&Ifr8:tfofeft» vtf*HM1.24Jfifl;lC,kSwsterii blotfcffvv HM1.24SiM 
fcttffibfc*g*fcj5VrMftffi£XT?**. #C*M*5 nMOMTX T'S^bfc 

CHO £fcKPMM2 »||S»ji«ttHM1.24gtROlStt3> hD-;i/T*& 

S. 

[010] 

010(1 HA* ^tfj&HC »^Rl«HM1.24j5i;M^'<^ * -CGM/HA-HM164© 

[0ii] 

01111 HA***#flI]C jgBDI»nr»i!HH1.24fiiSS:»«S*feC0S-7 fflJSlCJ: 
6IS*±?f SrMV^fc sandwich ELISA*lCfeW6k hSfcffiHK1.24ifi#0i«lftli 

[012] 

@12fl HA*2*tfitlC SS8B0Rnr*i!HH1.24«:JgS:»«S*fcCHO fflftlCJ:* 
ig*±?t&Ji^fcsandwich ELISA^lCfiWSfc hMffiHM1.24m#©^fii$g£ 

[013] 

01 3«. HA^^#*DC «BJ»pI*ttHM1.24«i®S:E4S-e:fcC0S-7 
<ttCH0 M (#2, #21 , #28 ) {Cj:?>^*±?|fc<fcU f 0M»?:ii^MtC 

7 8 ffiliE^¥ 11-3026364 



4$ 1 0 - 0 6 0 6 1 3 ; 

j 
i 

i 

TSDS-3tf';7*y/]/7$ Ktf/l/*ftft»&fTo;Mk V?XHM1.24ffi#fC££we; 
stern blot&fxK HM1.248iJK&8ffl bfe^5:fNt@I^?It'fe§. fc£ I 
, CHO/sHM ttHA*^#iirBl«ttHlll.24fiifiS:«3aa-&feCHO ffljfc-efclh ^©ig j 

#±»&Hm.24a:jR©Btt=i> hn-^^urfflv^Tv^6. ; 

[014] 1 
014&, HM1. 2 4ffiJR*>^*K£3-Kt5cDNA©Sa&ffi70;fttf ■ 

i 

#J&*a7Sy»B!#lfca<"t0T?a<5. j 
[015] 

HI 5«, HM1. 2 4tfLM*y/19ft.*:3-\ : t&cDliA<J!>1limWfflR.Xf\ 
»jS?-67$,'«fflflfc3s*BIT&*. j 
[016] i 

Hl6tt, PanningftSI^t#Ibti'n->P3. 19W» ! 
^iJ-->y^lC«k»J#g|$tlfe5o©^D-> (IS1~IS5) ©H^HT 1 

[017] 

B17I4. ffiHMl. 2 4 3fi# (A ; CHO/NEO, B ; CHO/HM) ft : 

t^^7i«»% 7>f y*-<^©-«Lfe3> hn-^mft (upci o ! 

O , 

[018] 

S18lt ^l|«J:tfHMl. 2 4 58JBCHO*BIBK:fctt*HMl. 2| 
4#tEt©|S«fcffiHMl. 2 Aifi^^t-^mm • ^f>^D>yfO I 

77D-^4B (1/->1~6) *feli#*S£-fe7 70-7.4 B (l/->7&tf j 
8) fcJ8V*Tfc!8tt»«:*Tofctk JfiHMl. 2AfaWZ?&^TV^7.Zy ■ 

>?Zfi<<\ HM1. 2 4 £xM©&ffi fefr o fc O&tHC^) . (* ; i 

i 

7 9 ffltlWl 1 - 3 0i2 6 3 6 4 
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p-l 




8 



1 



ffiSE^ 11-3026364 




ftfc&g. (ng/ml) 



2 



fflgflffiE 1 1 -3 0 2 6 3 64 




3 



lfiffi#¥ 1 1-3026364 
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IB 5 ] 



-g 1000 



0 
« 

-8 

CM 

s 

x 

m 



100 - 



10 




10 



-tir 



-ffl- 



HM 4 mg/kg 
HM 4 mg/kg 
HM 40 mg/kg &4 
HM 40 mg/kg &Jf 
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[06] 



1 ~ 



0.5 - 




10 100 1000 10000 



(ng/ml) 



fc hSft^X HM1.24tt# 
*>73Ma HM1-24|M* 



5 



11-3026364 



0- 



0 6 0 6 13 



[07] 





3>hU-)l>$i& (UPC10) 



D>ha-)l$\fc (MT18) 



[08] 
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7 
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[010] 

O 

CO 




8 



9 



ffiSE^l 1-3026364 
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1.25 I 




fcf*«g(ng/ml) 
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